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(54) Title: INTRON FUSION CONSTRUCT AND METHOD OF USING FOR SELECTING HIGH-EXPRESSING PRODUC- 
O TION CELL LINES 

(57) Abstract: This invention relates to a DNA construct, methods of selecting for high-expressing host cells, a method of producing 
^5 a protein of interest in high yields and a method of producing eukaryotic cells having multiple copies of a sequence encoding a protein 
^ of interest. In one method, stable clones capable of producing a high level of a product of interest are generated from one step of a 
^ direct selection immediately aftw transfection. 
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INTRON FUSION CONSTRUCT AND METHOD OF USING FOR SELECTING fflGH- 

EXPRESSING PRODUCTION CELL LINES 

This application claims priority under 35 U.S.C. § 119(e) from U.S. provisional application serial 
no. 60/426,095, filed November 14, 2002, which is herein incorporated by reference. 

BACKGROUND OF THE INVENTION 

Field of the Invention 

This mvention relates to a DNA construct, a method of selecting for high-expressing host 
cells, a method of producing a protein of interest in high yields and a method of producing 
eukaryotic cells having multiple copies of a sequence encoding a protein of interest. 

Description of Background and Related Art 

The discovery of methods for introducing DNA into living host cells in a function^ farm 
has provided the key to understanding many ^fundamental biological processes, and has made 
possible the production of important proteins and other molecules in.conunercially usefiil 
quantities. 

Despite the general success of such gene transfer methods, several common problems exist 
that may limit the eflBciency with which a gene encoding a desired protein can be introduced into 
and expressed in a host cell. One problem is knowing when the gene has been successfiilly 
transferred into recipient cells. A second problem is distinguishing between those cells that contain 
the gene and those that have survived the transfer procedures but do not contain the gene. A third 
problem is identifying and isolating those cells that contain the gene and that are expressing high 
levels of the protein encoded by the gene. 

In general, the known methods for introducing genes into eukaryotic cells tend to be highly 
inefficient. Of the cells in a given culture, only a small proportion take up and express 
exogenously added DNA, and an even smaller proportion stably maintain that DNA. 

Identification of those cells that have incorporated a product gene encoding a desired 
protein typically is achieved by mtroducing into the same cells another gene, commonly referred to 
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as a selectable gene, that encodes a selectable marker. A selectable marker is a protein that is 
necessary for the growth or survival of a host cell under the particular culture conditions chosen, 
such as an enzyme that confers resistance to an antibiotic or other drug, or an enzyme that 
compensates for a metabolic or catabolic defect in the host cell. For example, selectable genes 
commonly used with eukaryotic cells include the genes for aminoglycoside phosphotransferase 
(APH), hygromycin phosphotransferase (hyg), dihydrofolate reductase (DHFR), thymidme kinase 
(tk), neomycin resistance, puromycin resistance, glutamine synthetase, and asparagine synthetase. 

The method of identifying a host cell that has incorporated one gene on the basis of 
expression by the host cell of a second incorporated gene encoding a selectable marker is referred 
to as cotransfectation (or cotransfection). In that method, a gene encoding a desired polypeptide 
and a selection gene typically are introduced into the host ceil simultaneously. In this case of 
simultaneous cotransfectation, the gene encoding the desired polypeptide and the selectable gene 
may be present on a single DNA molecule or on separate DNA molecules prior to being introduced 
mto the host cells. Wigler et al, Cell, 16:777 (1979). Cells that have incorporated the gene 
encoding the desired polypeptide then are identified or isolated by culturing the cells voider 
conditions that preferentially allow for the growth or survival of those cells that synthesize the 
selectable marker encoded by the selectable gene. 

The level of expression of a gene introduced into a eukaryotic host cell depends on multiple 
factors, including gene copy number, efficiency of transcription, messenger RNA (mRNA) 
processing, stabiUty, and translation efficiency. Accordingly, high level expression of a desired 
polypeptide typically will involve optimizing one or more of those factors. 

For exaniple, the level of protein production may be increased by covalently joining the 
coding sequence of the gene to a "strong" promoter or enhancer that will give high levels of 
transcription. Promoters and enhancers are nucleotide sequences that interact specifically with 
proteins in a host cell that are involved in transcription. Kriegler, Meth. EnzvmoL, 185:512 
(1990); Maniads et al,. Science, 236:1237 (1987). Promoters are located upstream of the coding 
sequence of a gene and facilitate transcription of the gene by RNA polymerase. Among the 
eukaryotic promoters that have been identified as strong promoters for high-level expression are 
the SV40 early promoter, adenovirus major late promoter, mouse metallothionein-I promoter, Rous 
sarcoma virus long terminal repeat, and human cytomegalovirus inmiediate early promoter 
(CMV). 
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Enhancers stimulate transcription from a linked promoter. Unlike promoters, enhancers are 
active when placed downstream from the transcription initiation site or at considerable distances 
from the promoter, although in practice enhancers may overlap physically and fimctionally with 
promoters. For example, all of the strong promoters Usted above also contain strong enhancers. 
Bendig, Genetic Engmeering. 7:91 (Academic Press, 1988). 

The level of protein production also may be increased by increasing the gene copy number 
in the host cell. One method for obtaining high gene copy number is to directly introduce into the 
host cell multiple copies of the gene, for example, by using a large molar excess of the product 
gene relative to the selectable gene during cotransfectation. Kaufinan, Meth. EnzvmoL. 185:537 
(1990). With this method, however, only a small proportion of the cotransfected cells will contain 
the product gene at high copy number. Furthermore, because no generally applicable, convenient 
method exists for distinguishing such cells from the majority of cells that contain fewer copies of 
the product gene, laborious and time-consuming screening methods typically are required to 
identify the desired high-copy number transfectants. 

Another method for obtaining high gene copy number involves cloning the gene in a vector 
that is capable of replicating autonomously in the host cell. Examples of such vectors include 
mammahan e3q)ression vectors derived from Epstein-Barr virus or bovine papiQoma virus, and 
yeast 2-micron plasmid vectors. Stephens & Hentschel, Biochem. J.. 248:1 (1987); Yates et al^ 
Nature, 313:812 (1985); Beggs, Genetic Engineering, 2:175 (Academic Press, 1981). 

Yet another method for obtaining high gene copy number involves gene amplification in 
the host cell. Gene amplification occurs naturally in eukaryotic cells at a relatively low frequency. 
Schimke, J. Biol Chem.. 263:5989 (1988). However, gene amplification also may be induced, or 
at least selected for, by exposmg host cells to ^propriate selective pressure. For example, in many 
cases it is possible to introduce a product gene together with an amplifiable gene into a host cell 
and subsequently select for amplification of the marker gene by exposing the cotransfected cells to 
sequentially increasing concentrations of a selective agent Typically the product gene will be 
coamplified with the marker gene under such conditions. 

The most widely used amplifiable gene for that purpose is a DHFR gene, which encodes a 
dihydrofolate reductase enzyme. The selection conditions used in conjunction with a DHFR gene 
are the absence of glycine, hypoxanthine and thymidine (GHT) with or without the presence of 
methotrexate (Mtx). A host cell is cotransfected with a product gme encoding a desired protein 
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and a DHFR gene, and transfectants are identified by first culturing the cells in GHT -free culture 
medium that may contains Mtx. A suitable host cell when a wild-type DHFR gene is used is the 
Chinese Hamster Ovary (CHO) cell line deficient in DHFR activity, prepared and propagated as 
described by Urlaub & Chasin, Proc. Nat Acad. Sci. USA. 77:4216 (1980). The transfected cells 
then are exposed to successively higher amounts of Mtx. This leads to the synthesis of multiple 
copies of the DHFR gene, and concomitantly, multiple copies of the product gene. Schimke, I 
Biol. Chem.> 263:5989 (1988); Axel et al, U.S. Patent No. 4,399,216; Axel et al., U.S. Patent No. 
4,634,665. Other references directed to co-transfection of a gene together with a genetic marker 
that allows for selection and subsequent amplification include Kaufman in Genetic Engineering, 
ed. J. Setlow (Plenum Press, New York), Vol. 9 (1987); Kaufinan and Sharp, J. Mol. Biol. 
159:601 (1982); Ringold et al, J. MoL AppI. Genet, 1:165-175 (1981); Kaufinan et al, Mol. Cell 
Biol., 5:1750-1759 (1985); Kaetzel andNilson, J. Biol. Chem., 263:6244-6251 (1988); Hung et al, 
Proc. Natl. Acad. Sci. USA, 83:261-264 (1986); Kaufinan et al, EMBO 6:87-93 (1987); 
Johnston and Kucey, Science, 242:1551-1554 (1988); Urlaub et al, Cdl, 33:405-412 (1983). 

> 

To extend the DHFR amplification method to other cell types, a mutant DHFR gene that 
encodes a protein with reduced sensitivity to methotrexate may be used id conjunction with host 
cells that contain normal numbers of an endogenous wild-type DHFR gene. Simonsen and 
Levinson, Proc. Natl. Acad. Sci. USA, 80:2495 (1983); Wigler et al\ Proc. Natl. Acad. Sci. USA. 
77:3567-3570 (1980); Haber and Schimke, Somatic Cell Genetics. 8:499-508 (1982). 

Alternatively, host cells may be co-transfected with the product gene, a DHFR gene, and a 
dominant selectable gene, such as a neo*^ gene. Kim and Wold, Cell. 42:129 (1985); Capon et al, 
U.S. Pat No. 4,965,199. Transfectants are identified by first culturing the cells in culture medium 
containing neomycin (or the related drug G418), and the transfectants so identified then are 
selected for amplification of the DHFR gene and Ihe product gene by exposure to successively 
increasing amounts of Mtsc 

As will be appreciated from this discussion, the selection of recombinant host cells that 
e5q)ress high levels of a desired protein generally is a multi-step process. In the first step, initial 
transfectants are selected that have incorporated the product gene and the selectable gene. In 
subsequent steps, the initial transfectants are subject to fiirther selection for high-level expression 
of the selectable gene and then random screening for high-level expression of tiie product gene. To 
identify cells expressing high levels of the desired protein, lypically one must sra^en large numbers 



4 



wo 2004/046340 



PCT/IJS2003/037047 



of transfectants. The majority of transfectants produce less than maximal levels of the desired 
protein. Further, Mtx resistance in DHFR transformants is at least partially conferred by varying 
degrees of gene amplification. Schimke, Cell, 37:705-713 (1984), The inadequacies of co- 
expression of the non-selected gene have been reported by Wold et al, Proc. Natl Acad. Sci, USA, 
76:5684-5688 (1979). Instability of the amplified DNA is reported by BCaufinan and Schunke, 
Mol. CeU BioL, 1:1069-1076 (1981); Haber and Schunke, CeU, 26:355-362 (1981); and Fedespiel 
et d., J. BioL Chem., 259:9127-9140 (1984). 

Several methods have been described for directly selecting such recombinant host cells in a 
single step. One strategy involves co-transfecting host cells with a product gene and a DHFR gene, 
and selecting those cells that express high levels of DHFR by directly culturing in medium 
containing a high concentration of Mtx. Many of flie cells selected in that manner also express the. 
co-transfected product gene at high levels P^e and Sydenham, Bio/Technology, 9:64 (1991). This 
method for single-step selection suffers from certain drawbacks that limit its usefiilness. High- 
expressing cells obtained by direct culturing in medium containing a high level of a selection agent 
may have poor growth and stability characteristics, thus limiting their usefiilness for long-term 
production processes Page and Snyderman, Bio/Technology, 9:64 (1991). Single-step selection 
for high-level resistance to Mtx may produce cells v^th an altered, Mtx-resistant DHFR en2yme, or 
cells that have altered Mtx transport properties, rather than cells containing amplified genes. Haber 
et aU J. BioL Chem.. 256:9501 (1981); Assaraf and Schimke, Proc. Natl. Acad. ScL USA. 84:7154 
(1987). 

Another method involves the use of polycistronic mRNA expression vectors containing a 
product gene at the 5* end of the transcribed region and a selectable gene at the 3* end. Because 
translation of the selectable gene at tiie 3' end of the polycistronic mRNA is inefBcient, such 
vectors exhibit preferential translation of the product gene and require high levels of polycistronic 
mRNA to survive selection- Kaufinan, Meth. EnzvmoL. 185:487 (1990); Kaufinan, Meth. 
EnzvmoL, 185:537 (1990); Kaufinan et <2/.. EMB0 1, 6:187 (1987). Accordingly, cells e5q)ressing 
high levels of the desired protem product may be obtained in a single step by culturing the mitial 
transfectants in medium containing a selection agent appropriate for use with the particular 
selectable gene. However, the utility of these vectors is variable because of the unpredictable 
influence of the upstream product reading frame on selectable marker translation and because the 
upstream reading fi:ame sometimes becomes deleted during methotrexate amplification (Kaufinan 
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et al. J> Mol. BioL. 159:601-621 (1982); Levinson, Methods in Enzymology . San Diego: 
Academic Press, Inc. (1990)). Later vectors incorporated an internal translation initiation site 
derived from members of the picomavirus family which is positioned between the product gene 
and the selectable gene (Pelletier et al. Nature, 334:320 (1988); Jang et al, J. Virol., 63:1651 
(1989)). 

A third method for single-step selection involves use of a DNA construct with a selectable 
gene containing an intron within which is located a gene encoding the protein of interest. See U.S. 
Patent No. 5,043,270 and Abrams et al, J. Biol Chem., 264(24): 14016-14021 (1989). ii yet 
another single-step selection method, host cells are co-transfected with an intron-modified 
selectable gene and a gene encoding the protem of interest. See WO 92/17566, published Octobo: 
15, 1992. The intron-modified gene is prepared by inserting into the transcribed region of a 
selectable gene an intron of such length that the intron is correctly spliced from the corresponding 
mRNA precursor at low efficiency, so that the amount of selectable marker produced from the 
intron-modified selectable gene is substantially less than that produced from the starting selectable 
gene. These vectors help to insure the integrity of the integrated DNA construct, but transcriptional 
linkage is not achieved as selectable gene and the protein gene are driven by separate promoters. 

Other mammalian expression vectors that have single transcription units have been described. 
Retroviral vectors have been constructed (Cepko et al. Cell. 37:1053-1062 (1984)) in which a 
cDNA is inserted between the endogenous Moloney murine leukemia virus (M-MuLV) splice 
donor and spUce acceptor sites which are followed by a neomycin resistance gene. This vector has 
been iised to e3q)ress a variety of gene products following retroviral infection of several cell types. 

* A method for selecting recombinant host cells expressing high levels of a desired protein 
was previously described by the ^plicants in Lucas et a/.. Nucleic Acid Research, 24, No. 9: 
1774-1779 and U.S. Patent No. 5,561,053. That method utilizes eukaryotic host cells harboring a 
DNA construct comprising a selectable gene (preferably an amplifiable gene) and a product gene 
provided 3' to the selectable gene. TTie selectable gene is positioned within an intron defined by a 
splice donor site and a spHce acceptor site and the selectable gene and product gene are under the 
transcriptional control of a single transcriptional regulatory region. The splice donor site is 
generally an efficient splice donor site and thereby regulates expression of the product gene using 
the transcriptional regulatory region. The transfected cells are cultured so as to express the gene 
encoding the product in a selective medium \^ch may contain an amplifying agent for sufficient 
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time to allow cells having multiple copies of the product gene, or cells with a single (or multiple) 
copy of the gene in a chromosomal loci with high transcriptional activity to be identified. 

Other fiision expression constructs have been developed. For example, a fusion of green 
flourescent protein with the Zeocin-resistance marker construct has been created. Bennet, R.P. et 
al, Biotechniques. 24(3):478-82, 1998 March. Such constructs were used to allow visual 
screening and drug selection of transfected eukaryotic cells. 

In another example, human prothrombin was overexpressed in transformed eukaryotic 
cells using a dominant bifimctional selection and amplification marker. Herlitschka, Sabine E. et 
al, Protein Expression and Purification. 8, 358-364, 1996 July. In this reference the marker 
consisted of the mxirine wild-type dihydrofolate reductase cDNA and the £. coli hygromycin 
phosphotransferase gene fiised in firame. The gene of interest is connected, i^stream, by the 
EMCV untranslated region to the fiision marker gene, forming a dicistronic transcription unit. 

With the state of the art in mind, it is one object of the present invention to increase the 
level of homogeneity with regard to e}q)ression levels of stable clones transfected with a product 
gene of interest, by expressing fiised selectable markers (i.e. DHFR and puromycin) and a protein 
of interest from a single promoter. 

It is another object to provide a method for selecting stable, recombinant host cells that 
express high levels of a desired protein product, which method is rapid and convenient to perform, 
and reduces the numbers of transfected cells which need to be screened. Furthermore, it is an 
object to allow high levels of single and multiple unit polypeptides to be rapidly generated from 
clones or pools of stable host ceU transfectants. 

It is an additional object to provide expression vectors which bias for active integration 
events (z.e. have an increased tendency to generate transformants wherein the DNA construct is 
inserted into a region of the genome of the host cell vMch results in hig^ level expression of the 
product gene) and can accommodate a variety of product genes v/ithout the need for modification, 

SUMMARY OF THE INVENTION 
Accordingly, the present invention is directed to a DNA construct (DNA molecule) 
comprising a S* transcriptional initiation site and a 3' transcriptional termination site, two selectable 
genes that have been fused into one open reading fi:Bme (preferably ampUfiable genes) and a 
product gene provided 3* to the fused selectable genes, a transcriptional regulatory region 
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regulating transcription of both the fused selectable genes and the product gene, the fused 
selectable genes positioned within an intron defined by a splice donor site and a spUce acceptor 
site. The spUce donor site preferably comprises an effective splice donor sequence as herein 
defined and thereby regulates expression of the product gene using the transcriptional regulatory 
region. 

In another embodiment, the invention provides a method for producing a product of interest 
comprising culturing a eukaryotic cell which has been transfected with the DNA construct 
described above, so as to express the product gene and recovering the product 

In a further embodiment, the invention provides a method for producing eukaryotic cells 
having multiple copies of the product gene comprising transfecting eukaryotic cells with the DNA 
construct described above (where the selectable fused genes are amplifiable genes), growing the 
cells in a selective medium comprising an amplifying agent(s) for a suflBlcient time for 
ampUfication to occur, and selecting cells having multiple copies of the product gene. After 
transfection of the host cells, most of the transfectants fail to exhibit the selectable phenotype 
characteristic of the protein encoded by either of the selectable genes, but surprisingly a small 
proportion of the transfectants do exhibit one or both of the selectable phenotype, and among 
those transfectants, the majority are found to express high levels of the desired product encoded by 
the product gene. Th\is, the invention provides an improved method for the selection of 
recombinant host cells expressing high levels of a desired product, which method is useful with a 
wide variety of eukaryotic host cells and avoids the problems inherent in, and improves upon, 
existing cell selection technology. 

BRIEF DESCRIPTION OF THE DRAWINGS 

Figure 1 illustrates schematically the construction of the pSV.IPD. The gene for the protein of 
interest would be inserted at the polylinker site. 

Figures 2-1 to 2-4 depict the nucleotide sequence of the pSV.IPUR plasmid used m. 
constructing pSV.IPD (SEQ ID NO 1). 

Figures 3-1 to 3-4 depict the nucleotide sequence of the pSV.ID plasmid used in 
constructing pSV.IPD (SEQ ID NO 2). 

Figures 4-1 to 4-4 depict the nucleotide sequence of the pSV.IPD (SEQ ID NO 3). 
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Figure 5 illustrates schematically the plasmid, pSV JD.VEGF, used as a control m Example 

1. 

Figure 6 illustrates schematically the plasmid, pSV.IPD.2C4, used in Example 1 (SEQ JD 

NO 4). 

Figures 7-1 to 7-8 depict the nucleotide sequence of the pSV.IPD.2C4 plasmid used in 
Example 1. 

Figure 8 depicts a FACS analysis of transiently transfected CHO cells with a GTP plasmid 
in 250ml spinner transfection. FACS analysis was performed 24 hours after transfection. 

Figure 9 depicts the expression level of clones from traditional IQnM MTX selection. 
Cells were transfected with commercial transfection reagent and directly selected in 10 nM MTX. 
Individual clones were grown in a 96-weIl plate. Product accumulated for 6 days prior to ELISA. 

Figures 10-1 and 10-2 depict the expression level of clones from 25 and 50 nM MTX direct 
selections, respectively, of SV40-based constructs derived from spinner transfectioa The assay 
was performed the same as in Figure 9. 

Figure 11 depicts the expression level of clones from 25 nM MTX direct selection of 
CMV-based construct derived from spinner transfection. The assay was performed the same as in 
Figure 9. 

Figure 12 depicts the titer evaluation m Miniferm, Samples were collected every day and 
submitted to an HPLC protein A assay for titer. 

Figure 13-1 to 13-7 depict the nucleotide sequence of the pCMV.IPD.Heterologo\is 
polypeptide (HP) plasmid used in Example 3. 

Figure 14-1 to 14-8 depicts the nucleotide sequence of the pSV40.IPD.HP plasmid used in 
Example 3. 

Figure 15 illustrates schematically the plasmid, pCMV.IPD.HP, used m Example 3. 

Figure 16 illustrates a time line and titer comparison between a traditional selection and 
direct selection method described in Example 3. Equivalent titers are indicated horizontally across 
the illustration. For example, the titers for a 200/300nM SV40-plasmid traditional selection, 
lOOnM SV40-plasmid direct selection and 25nm CMV-plasmid direct selection are roughly 
equivalent 

DESCRIPTION OF THE PREFERRED EMBODIMENT 
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The "DNA construct" disclosed herein comprises a non-naturally occurring DNA molecule 
or chemical analog which can either be provided as an isolate or integrated in another DNA 
molecule e.g. in an expression vector or the chromosome of an eukaryotic host cell. 

The term "selectable gene" as used herem refers to a DNA that encodes a selectable marker 
necessary for the growth or survival of a host cell under the particular cell culture conditions 
chosen. Accordingly, a host cell that is transformed with a selectable gene will be capable of 
growth or survival under certain cell culture conditions wherein a non-transfected host cell is not 
capable of growth or survival. Typically, a selectable gene will confer resistance to a drug or 
compensate for a metabolic or catabolic defect in the host cell. Examples of selectable genes are 
provided in the following table. See also Kaufinan, Methods in Enzvmologv. 185: 537-566 (1990), 
for a review of these. 

*Tused selectable genes" as used herem refers to a DNA that encodes at least two 
selectable markers in the same open reading frame and inserted into an intron sequence. 
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TABLE 1 

Examples of Selectable Genes and their Selection Agents 



Selection Agent 


Selectable Gene 


Puromycin 


Puromycin-N-acetyltransferase 


Methotrexate 


Dihydrofolate reductase 




iVlC UUiU UilUUCiJUl 


PAT A 


TAD 


j\yi-i\''or aucnosuic anu z - 
deoxycofonnycin 


/\(iciiubiuc ucanunase 


Adenine, azaserine, and cofoimycin 


Adenylate deaminase 


6-Azaundine5 pyrazofuran 


uivjLr oynuieiase 


Mycophenolic acid 


IMP 5 -dehydrogenase 


Mycophenolic acid with limiting 
xanuune 


Xandune-guanine 
pnospnoniX/syiiransierase 


Hypoxanthine, aminopterin, and 
luynucune ^jLXr\. i j 


Mutant HGPRTase or mutant 
mynucune kxqosc 


5-Fluorodeoxyundine 


inymmyxaxe synuieiase 


l^iiltinlp HniO'<; p o* aHrisnnvpin 

lYliLUiX^lw UJ. civil ICmijrVAXX, 

vincristine or colchicine 


P-ol vf*-r»nrntpiTi 1 70 


Aphidicolin 


Ribonucleotide reductase 


Methionine sulfoximine 


Glutamine synthetase 
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P- Aspartyl hydroxamate or Albizziin 


Asparagine synthetase 


Canavanine 


Arginosuccinate synthetase 


a-Difluoromethylornithine 


Ornithine decarboxylase 


Compactin 


HMG-Co A reductase 


Tunicamycin 


iV-Acetylglucosaminyl transferase 


Borrelidin 


Threonyl-tRNA synthetase 


Ouabain 


Na**K"'-ATPase 



The preferred selectable genes are amplifiable genes. As used herein, the term "ampMable 
gene" refers to a gene which is ampUfied {ie, additional copies of the gene are generated vMch 
survive in intrachromosomal or extrachromosomal form) under certain conditions. The 
amplifiable gene(s) usually encodes an enzyme (/.e. an amplifiable marker) which is required for 
growth of eukaryotic cells under those conditions. For example, the gene may encode DHFR 
which is amplified when a host cell transformed therewith is grown in Mix. According to 
Kaufinan, the selectable genes in Table 1 above can also be considered amplifiable genes. An 
example of a selectable gene which is generally not considered to be an amplifiable gene is the 
neomycin resistance gene (Cepko etal, supra). 

As used herein, "selective medium" refers to nutrient solution used for growing eukaryotic 
cells which have the selectable gene(s) and therefore is deficient in components supplied by the 
selectable gene or includes a "selection agent". Commercially available media based on 
formulations such as Ham's FIO (Sigma), Minimal Essential Medium ((MEM), Sigma), RPMI- 
1640 (Sigma), and Dulbecco's Modified Eagle's Medium ((DMEM), Sigma) are exemplary 
nutrient solutions. In addition, any of the media described in Ham and Wallace, Meth. Enz., 58:44 
(1979), Barnes and Sato, Anal. Biochem., 102:255 (1980), U.S. Patent Nos. 4,767,704; 4,657,866; 
4,927,762; or 4,560,655; WO 90/03430; WO 87/00195; U.S. Patent Re. 30,985; or U.S. Patent No. 
5,122,469, the disclosures of all of which are incorporated herein by reference, may be used as 
culture media. Any of these media may be supplemented as necessary with hormones and/or other 
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growth factors (such as insulin, transferrin, or epidermal growth factor), salts (such as sodium 
chloride, calcium, magnesium, and phosphate), buffers (such as HEPES), nucleosides (such as 
adenosine and thymidine), antibiotics (such as Gentamycin™ drug), trace elements (defined as 
inorganic compounds usually present at final concentrations in the micromolar range), and glucose 
or an equivalent energy source. Any other necessary supplements may also be included at 
appropriate concentrations that would be known to those skilled in the art. The preferred nutrient 
solution comprises fetal bovine serum. 

TTie term "selection agent" refers to a substance that interferes with the growth or survival 
of a host cell possibly because the cell is deficient in a particular selectable gene. Examples of 
selection agents are presented in Table 1 above. The selection agent preferably comprises an 
"amplifying agent" vMch is defined for purposes herein as an agent for amplifying copies of the 
amplifiable gene or causing integration of multiple copies of the amplifiable gene into the genome, 
such as Mtx if the amplifiable gene is DHFR. See Table 1 for examples of amplifying agents. 

As used herein, the terms "direct selection" or "direct culturing" means flie first exposure to 
selective conditions either without MTX or GHT or with MTX, and production of a heterologous 
polypeptide in an amount of about 250mg/l, 400mg/l, 600mg/l or 800mg/l up to aboirt lg/1 or 
more. 

As used herein, the term "transcriptional initiation site" refers to the nucleic acid in the 
DNA construct corresponding to the first nucleic acid incorporated into the primary transcript, i.e., 
the mRNA precursor, which site is generally provided at, or adjacent to, the 5' end of the DNA 
construct 

The term "transcriptional termination site" refers to a sequence of DNA, normally 
represented at the 3' end of the DNA construct, that causes RNA polymerase to terminate 
transcription. 

As used herein, "transoriptional regulatory region" refers to a region of the DNA construct 
that regulates transcription of the selectable gene and the product gene. The transcriptional 
regulatory region normally refers to a promoter sequence (/. e, a region of DNA involved in binding 
of RNA polymerase to initiate transcription) which can be constitutive or inducible and, optionally, 
an enhancer (ie. a cw-acting DNA element, usually firom about 10-300 bp, that acts on a promoter 
to increase its transcription). 
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As used herein, "product gene" refers to DNA that encodes a desked protein or polypeptide 
product. Any product gene that is capable of expression in a host cell may be used, although the 
methods of the invention are particularly suited for obtaining high-level expression of a product 
gene that is not also a selectable or amplifiable gene. Accordingly, the protein or polypeptide 
encoded by a product gene typically will be one that is not necessary for the growth or survival of a 
host cell under the particular cell culture conditions chosen. For example, product genes suitably 
encode a peptide, or may encode a polypeptide sequence of ianoino acids for which the chain length 
is sufficient to produce higher levels of tertiary and/or quaternary structure. 

Examples of bacterial polypeptides or proteins include, eg., alkaline phosphatase and 
lactamase. Examples of mammalian polypeptides or proteins include molecules such as renin; a 
growth hormone, including human growth hormone, and bovine growth hormone; growth 
hormone releasing factor; parathyroid hormone; thyroid stimulating hormone; lipoproteins; alpha- 
1-antitrypsm; insulin A-chain; insulin B-chain; proinsulin; follicle stimulating hormone; calcitonin; 
lutemizing hormone; glucagon; clotting factors such as factor VinC, factor DC, tissue factor, and 
von Willebrands factor; anti-clotting factors such as Protein C; atrial natrixiretic factor; hmg 
surfactant; a plasminogen activator, such as urokinase or human urine or tissue-type plasminogen 
activator (t-PA); bombesin; thrombin; hemopoietic growth factor; tumor necrosis factor-alpha and 
-beta; enkephalinase; RANTES (regulated on activation normally T-cell expressed and secreted); 
human macrophage inflammatory protein (MIP-1 -alpha); a serum albumin such as human serum 
albumin; mullerian-inhibiting substance; relaxin A-chain; relaxin B-chain; prorelaxin; mouse 
gonadotropin-associated peptide; a microbial protein, such as beta-lactamase; DNase; inhibin; 
activin; vascular endothelial growth factor (VEGF); recq)tors for homiones or growth factors; 
integrin; protein A or D; rheumatoid factors; a neurotrophic factor such as bone-derived 
neurotrophic factor (BDNF), neurotrophin-3, -4, -5, or -6 (NT-3, NT-4, NT-5, or NT-6), or a nerve 
growth factor such as NGF-P; platelet-derived growth factor (PDGF); fibroblast growth factor such 
as aPGF and bFGF; epidermal growth factor (EGF); transforming growth factor (TGF) such as 
TGF-alpha and TGF-beta, mcluding TGF-pi, TGF-P2, TGF-p3, TGF-P4, or TGF-PS; insulin-like 
growth factor-I and -II (IGF-I and IGF-II); des(l-3)-IGF-I (brain IGF-I), insulin-like growth factor 
binding proteins; CD proteins such as CD-3, CD-4, CD-8, and CD-19; erythropoietin; 
osteoinductive factors; immunotoxins; a bone morphogenetic protein (BMP); an interferon such as 
interferon-alpha, -beta, and -gamma; colony stimulating factors (CSFs), e,g,, M-CSF, GM-CSF, 
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and G-CSF; interleukins (ILs), e.g., TLA to IL-10; superoxide dismutase; T-cell receptors; surface 
membrane proteins; decay accelerating factor; viral antigen such as, for example, a portion of the 
AIDS envelope; transport proteins; homing receptors; addressins; regulatory proteins; antibodies; 
chimeric proteins such as immunoadhesins and fragments of any of the above-listed polypeptides. 

The product gene preferably does not consist of an anti-sense sequence for inhibiting the 
expression of a gene present in the host. Preferred proteins herein are therapeutic proteins such as 
TGF-p, TGF-a, PDGF, EGF, FGF, IGF-I, DNase, plasminogen activators such as t-PA, clotting 
factors such as tissue &ctor and factor VIQ, hormones such as relaxin and insuUn, cytokines such 
as IFN-7, chimeric proteins such as TNF receptor IgG inununoadhesin (TNFr-IgG) or antibodies 
such as anti-IgE. An example of an antibody that can be produced with the pSV.IDP plasmid 
(Figure 4) is anti-HER2 Neu antibody, 2C4, as provided in Example 1, siprcu 

The term "intron" as used herein refers to a nucleotide sequence present within the 
transcribed region of a gene or within a messenger RNA precursor, which nucleotide sequence is 
capable of being excised, or spliced, from the messenger RNA precursor by a host cell prior to 
translation. Introns suitable for use in the present invention are suitably prepared by any of several 
methods that are well known in the art, such as purification from a naturally occurring nucleic acid 
or de novo synthesis. The introns present in many naturally occurring eukaryotic genes have been 
identified and characterized. Mount, Nuc. Acids Res.. 10:459 (1982). Artificial introns 
comprising functional splice sites also have been described. Winey et al, Mol. Cell BioL, 9:329 
(1989); Gatermann et al, Mol. Cell Biol., 9:1526 (1989). Introns may be obtained from naturally 
occurring nucleic acids, for example, by digestion of a naturally occurring nucleic acid with a 
suitable restriction endonuclease, or by PGR cloning using primers complementary to sequences at 
the 5' and 3' ends of the intron. Altematively, introns of defined sequence and length may be 
prepared synthetically using various methods in organic chemistry. Narang et al , Meth. Enzvmol., 
68:90 (1979); Canithers et al, Meth. EnzvmoL. 154:287 (1985); Froehler et al., Nuc. Acids Res.. 
14:5399 (1986). 

As used herein "splice donor site" or "SD" refers to the DNA sequence immediately 
surrounding the exon-intron boundary at the 5* end of the intron, where the "exon" comprises the 
nucleic acid 5* to ^e intron. Many splice donor sites have been characterized and Ohshima e/ a/., J. 
Mol. BioL. 195:247-259 (1987) provides a review of these. An "efficient splice donor sequeaice" 
refers to a nucleic acid sequence encoding a splice donor site wherein the eflBciency of splicing of 
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messenger RNA precursors having the splice donor sequence is between about 80 to 99% and 
preferably 90 to 95% as determined by quantitative PGR. Examples of efficient splice donor 
sequences mclude the wild type (WT) ras splice donor sequence and the GACiGTAAGT sequence 
of Example 3. Other efficient splice donor sequences can be readily selected using the techniques 
for measuring the efficiency of splicing disclosed herein. 

The terms "PGR" and "polymerase chain reaction" as used herein refer to the in vitro 
amplification method described in US Patent No. 4,683,195 (issued July 28, 1987). In general, the 
PGR method involves repeated cycles of primer extension synthesis, using two DNA primers 
capable of hybridi2ing preferentially to a template nucleic acid comprising the nucleotide sequence 
to be amplified. The PGR method can be used to clone specific DNA sequences firom total 
genomic DNA, cDNA transcribed firom cellular RNA, viral or plasmid DNAs. Wang & Mark, in 
PGR Protocols, pp.70-75 (Academic Press, 1990); Scharf, in PGR Protocols, pp. 84-98; Kawasaki 
& Wang, in PGR Technology, pp. 89-97 (Stockton Press, 1989); Reverse transcription-polymerase 
chain reaction (RT-PGR) can be used to analyze RNA samples containing mixtures of spliced and 
unspliced mRNA transcripts. Fluorescently tagged primers designed to span the intron are used to 
amplify both spliced and unspliced targets. The resultant amplification products are then separated 
by gel electrophoresis and quantitated by measuring the fluorescent emission of the appropriate 
band(s). A comparison is made to determine the amount of spliced arid imspliced transcripts 
present in the RNA sample. 

One preferred splice donor sequence is a "consensus splice donor sequence". The 
nucleotide sequences surrounding intron splice sites, v/hich sequences are evolutionarily highly 
conserved, are referred to as "consensus splice donor sequences". In the mRNAs of higher 
eukaryotes, the 5* splice site occurs within the consensus sequence AG:GUAAGU (wherein the 
colon denotes the site of cleavage and ligation). In the mRNAs of yeast, the 5* splice site is 
bounded by the consensus sequence :GUAUGU, Padgett, et aU Ann. Rev. Biochem., 55:1119 
(1986). 

The expression "splice acceptor site" or "SA" refers to the sequence immediately 
surrounding the intron-exon boundary at the 3' aad of ttie intron, viiere the "exon" comprises the 
nucleic acid 3' to the intron. Many splice acceptor sites have been characterized and Ohshima et 
al,, J. MoL BioL, 195:247-259 (1987) provides a review of these. The preferred splice acceptor site 
is an efiBcient splice acceptor site which refers to a nucleic acid sequence encoding a splice 
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acceptor site wherein the efficiency of splicing of messenger RNA precursors having the splice 
acceptor site is between about 80 to 99% and preferably 90 to 95% as determined by quantitative 
PGR. The splice acceptor site may comprise a consensus sequence. In the mRNAs of higher 
eukaryotes, the 3' splice acceptor site occurs within the consensus sequence (U/C)iiNCAG:G. In 
the mRNAs of yeast, the 3* acceptor splice site is bounded by Ihe consensus sequence (C/U)AG:. 
Padgett, et aL, supra. 

As used herein "culturing for sufficient time to allow amplification to occur" refers to the 
act of physically culturing the eukaryotic host cells which have been transformed with the DNA 
construct in cell culture media containing the amplifying agent, until the copy number of the 
amplifiable gene (and preferably also the copy number of the product gene) in the host cells has 
increased relative to the transformed cells prior to this culturing. 

TTie term "expression" as used herem refers to transcription or translation occurring within 
a host cell. The level of expression of a product gene m a host cell may be determmed on the basis 
of either the amount of corresponding mRN A that is present in the cell or tiie amount of the protein 
encoded by the product gene that is produced by the cell. For example, mRNA transcribed from a 
product gene is desirably quantitated by northem hybridization or quantitative real-time PGR 
Sambrook, et al. Molecular Cloning: A Laboratory Manual, pp. 13-1,51 (Cold Spring Harbor 
Laboratory Press, 1989). Protem encoded by a product gene can be quantitated either by assaying 
for the biological activity of the protein or by employing assays that are independent of such 
activity, such as western blottmg or radioimmunoassay using antibodies that are capable of 
reacting wilh the protem. Sambrook, er a/., Molecular Cloning: A Laboratory Manual, pp. 18.1- 
18.88 (Cold Spring Harbor Laboratory Press, 1989). 

Modes for Carrying Out the Invention 

Methods and compositions are provided for enhandng the stability and/or copy number of 
a transocibed sequence in order to allow for elevated levels of a RNA sequence of interest. In 
general, the methods of the present invention involve transfecting a eukaryotic host cell with an 
expression vector comprising both a product gene encoding a desired polypeptide and fiised 
selectable genes. 

Selectable genes and product genes may be obtained from genomic DNA, cDNA 
transcribed from cellular RNA, or by in vitro synthesis. For example, libraries are screened with 
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probes (such as antibodies or oligonucleotides of about 20-80 bases) designed to identify the 
selectable gene or the product gene (or the proteiQ(s) encoded thereby). Screening the cDNA or 
genomic library with the selected probe may be conducted using standard procedures as described 
in chapters 10-12 of Sambrook et al^ Molecular Cloning: A Laboratory Manual (New York: Cold 
Spring Harbor Laboratory Press, 1989). An alternative means to isolate the selectable gene or 
product gene is to use PCR methodology as described in section 14 of Sambrook et al, stpra, 

A preferred method of practicing this invention is to use carefully selected oligonucleotide 
sequences to screen cDNA libraries &om various tissues known to contain the selectable gene or 
product gene. The oligonucleotide sequences selected as probes should be of sufficient length and 
sufl&cientiy unambiguous that felse positives are minimized. 

The oligonucleotide generally is labeled such that it can be detected upon hybridization to 
DNA in the library being screened. The preferred metiiod of labeling is to use ^^P- labeled ATP 
with polynucleotide kinase, as is well known in the art, to radiolabel the oligonucleotide. 
However, other methods may be used to label the oUgonucleotide, including, but not limited to, 
biotinylation or enzyme labeling. 

Sometimes, the DNA encoding the fused selectable genes and product gene is preceded by 
DNA encoding a signal sequence having a specific cleavage site at the N-terminus of the mature 
protein or polypeptide. In general, the signal sequence may be a component of the expression 
vector, or it may be a part of the selectable gene or product gene that is inserted into the expression 
vector. If a heterologous signal sequence is used, it preferably is one that is recognized and 
processed (i.c., cleaved by a signal peptidase) by the host cell. For yeast secretion the native signal 
sequence may be substituted by, the yeast invertase leader, alpha factor leader (including 
Saccharomyces and Klvyveromyces a-factor leaders, the latter described in U.S. Pat. No. 5,010,182 
issued 23 April 1991), or acid phosphatase leader, the C albicans glucoamylase leader (EP 
362,179 published 4 April 1990), or the signal described in WO 90/13646 published 15 November 
1990. In mammalian cell expression tiie native signal sequence of the protein of interest is 
satisfactory, although other mammalian signal sequences may be suitable, such as signal sequaices 
from secreted polypeptides of the same or related species, as well as viral secretory leaders, for 
example, the herpes simplex gD signal. The DNA for such precursor region is ligated m reading 
fiaine to the fiised selectable genes or product gene. 



18 



wo 2004/046340 



PCT/IJS2003/037047 



As shown in Figxire 1, the fused selectable genes are generally provided at the 5' end of the 
DNA construct and are followed by the product gene (which would be inserted into the linker site). 
Therefore, the full-length (non-spiced) message will contain, for example, the PURO-DHFR fusion 
as the first open reading frame and will therefore generate PURO-DHFR protein to allow selection 
of stable transfectants. Hie full length message is not expected to generate appreciable amounts of 
the protein of interest as the second AUG in a dicistronic ' message is an ineflBcient initiator of 
translation in mammalian cells (Kozak, J. Cell Biol.. 115: 887-903 (1991)). 

The fused selectable genes are positioned within an intron. Introns are noncoding 
nucleotide sequences, normally present within many eukaiyotic genes, which are removed from 
newly transcribed mRNA precursors in a multiple-stq) process collectively referred to as splicing. 

A single mechanism is thought to be responsible for the splicing of mRNA precursors in 
mammalian, plant, and yeast cells. In general, the process of splicing requires that the 5' and 3* 
ends of the mtron be correctly cleaved and the resulting ends of the mRNA be accurately joined, 
such that a mature mRNA having the proper reading frame for protein synthesis is produced. 
Analysis of a variety of naturally occurring and synthetically constructed mutant genes has shown 
that nucleotide changes at many of the positions within the consensus sequences at the 5' and 3' 
splice sites have the elBect of reducmg or aboHshing the synthesis of mature mRNA. Sharp, 
Science. 235:766 (1987); Padgett, et aL, Ann. Rev. Biochem., 55:1119 (1986); Green, Ann. Rev. 
Genet, 20:671 (1986). Mutational studies also have shown that RNA secondary structures 
involvmg splicing sites can affect the efficiency of splicing. Sohiick, Cell. 43:667 (1985); 
Konarska, efa/.. Cell, 42:165 (1985). 

The lengfli of the intron may also affect the efficiency of splicing. By making deletion 
mutations of different sizes within the large intron of the mbbit beta-globin gene, Wieringa, e/ al. 
determined that the minimum intron length necessary for correct splicing is about 69 nucleotides. 
Celt 37:915 (1984). Similar studies of the intron of the adenovirus El A region have shown that an 
intron length of about 78 nucleotides allows correct splicing to occur, but at reduced efficiency. 
Increasing the length of the intron to 91 nucleotides restores normal splicing efficiency, whereas 
truncating the intron to 63 nucleotides abolishes correct splicing. Ulfendahl, et al, Nuc. Acids 
Res^ 13:6299 (1985). 

To be usefiil in the mvention, the intron must have a length such that splicing of the intron 
from the mRNA is efficient The preparation of introns of differing lengths is a routine matter. 
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involving methods well known in the art, such as de novo synthesis or in vitro deletion 
mutagenesis of an existing intron. Typically, the intron will have a length of at least about 150 
nucleotides, since introns which are shorter than this tend to be spliced less efficiently. The upper 
limit for the length of the intron can be up to 30 kB or more. However, as a generEd proposition, 
the intron is generally less than about 10 kB in lengtii. 

The intron is modified to contain the fused selectable genes not normally present within the 
intron using any of the various known methods for modifying a nucleic acid i>i vitro. Typically, 
the fused selectable genes will be introduced into an intron by first cleaving the intron with a 
restriction endonuclease, and then covalently joming the resulting restriction fi:agments to the fused 
selectable genes in the correct orientation for host cell e3q)ression, for example by ligation with a 
DNA ligase ^izyme. 

Tlie DNA construct is dicistronic, i.e. the fused selectable genes and product gene are both 
under the transcriptional control of a single transcriptional regulatory region. As mentioned above, 
the transcriptional regulatory region comprises a promoter. Suitable promoting sequences for use 
with yeast hosts include the promoters for 3-phosphoglycerate kinase (Hitzeman et aL, J. BioL 
Chem., 255:2073 (1980)) or other glycolytic enzymes (Hess et aL, J. Adv. Enzyme Reg., 7:149 
(1968); and Holland, Biochemistry, 17:4900 (1978)), such as enolase, glyceraldehyde-3-phosphate 
dehydrogenase, hexokinase, pyruvate decarboxylase, phosphofirictokinase, glucose-6-phosphate 
isomerase, 3-phosphoglycerate mutase, pyruvate kinase, triosephosphate isomerase, 
phosphoglucose isomerase, and glucokinase. 

Other yeast promoters, which are inducible promoters having the additional advantage of 
transcription controlled by growth conditions, are the promoter regions for alcohol dehydrogenase 
2, isocytochrome C, acid phosphatase, degradative enzymes associated with nitrogen metabolism, 
metallothionein, glyceraldehyde-3-phosphate dehydrogenase, and enzymes responsible for maltose 
and galactose \itilization. Suitable vectors and promoters for use in yeast expression are further 
described in Hitzeman et aL, EP 73,657A. Yeast enhancers also are advantageously used with 
yeast promoters. 

Expression control sequences are known for eukaryotes. Virtually all eukaryotic genes 
have an AT-rich region located approximately 25 to 30 bases V5)Stream firom the site where 
transcription is initiated. Another sequence found 70 to 80 bases upstream fix)m the start of 
transcription of many genes is a CXCAAT region where X may be any nucleotide. 
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Product gene transcription from vectors in mammalian host cells is controlled by promoters 
obtained from the genomes of viruses such as polyoma virus, fowlpox virus (UK 2,211,504 
published 5 July 1989), adenovirus (such as Adenovirus 2), bovine papilloma virus, avian sarcoma 
virus, a retrovirus, hepatitis-B virus and most preferably Simian Virus 40 (SV40) or 
cytomegalovirus (CMV), from heterologous mammalian promoters, e.g. the actin promoter or an 
immunoglobulin promoter, from heat-shock promoters, and from the promoter normally associated 
with the product gene, provided such promoters are compatible with the host cell systems. 
Promoters endogenous to the host cell system, such as the CHO Elongation Factor 1 alpha 
promoter may also be used. 

The early and late promoters of the SV40 virus are conveniently obtained as an SV40 
restriction fragment that also contains the SV40 viral origin of replication. Fiers et g/.. Nature, 
273:113 (1978); Mulligan and Berg, Science. 209:1422-1427 (1980); Pavlakis et al, Proc. Natl. 
Acad, ScL USA , 78:7398-7402 (1981). The immediate early promoter of the human 
cytomegalovirus (CMV) is conveniently obtained as a HinSSL E restriction fragment. Greenaway 
et al. Gene. 18:355-360 (1982), A system for expressing DNA in mammalian hosts using the 
bovine papilloma virus as a vector is disclosed in U.S. 4,419,446. A modification of this system is 
described m U.S. 4,601,978. See also Gray et al. Nature, 295:503-508 (1982) on expressing 
cDNA encoding immune interferon in monkey cells; , Reyes et g/.. Nature, 297:598-601 (1982) on 
expression of human ^-interferon cDNA in mouse cells under the control of a thymidine kinase 
promoter from herpes simplex virus, Canaani and Berg, Proc. Natl. Acad. Sci. USA, 79:5166-5170 
(1982) on expression of the human interferon pi gene in cultured mouse and rabbit cells, and 
Gorman et aL, Proc. Natl. Acad. Sci. USA. 79:6777-6781 (1982) on expression of bacterial CAT 
sequences in CV-1 monkey kidney cells, chicken embryo fibroblasts, Chinese hamster ovary cells, 
HeLa cells, and mouse NIH-3T3 cells using the Rous sarcoma virus long terminal repeat as a 
promoter. 

Preferably the transcriptional regulatory region in higher eukaryotes comprises an enhancer 
sequence. iEnhancers are relatively orientation and position mdependent having been found 5' 
(Lainins et al, Proc. Natl. Acad. Sci. USA. 78:993 (1981)) and 3' (Lusky et al, Mol. CeU Bio.. 
3:1108 (1983)) to the transcription unit, within an intron (Banerji et al, CeU, 33:729 (1983)) as 
well as within the coding sequence itself (Osborne et a/., Mol. Cell Bio.. 4:1293 (1984)). Many 
enhancer sequences are now known from mammalian genes (globin, elastase, albumin, a- 
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fetoprotein and insulin). Typically, however, one will use an enhancer from a eukaryotic cell 
virus. Examples include the SV40 enhancer on the late side of the replication origin (bp 100-270), 
the cytomegalovirus early promoter enhancer (CMV), the polyoma enhancer on the late side of Ihe 
repUcation origin, and adenovirus enhancers. See also Yaniv, Nature. 297:17-18 (1982) on 
enhancing elements for activation of eukaryotic promoters. The enhancer may be spliced into the 
vector at a position 5' or 3* to the product gene, but is preferably located at a site 5' from the 
promoter. 

The DNA construct of the present invention has a transcriptional initiation site following 
the transcriptional regulatory region and a transcriptional termination region following the product 
gene (see, e.g., Figure 1). These sequences are provided in the DNA construct using techniques 
which are well known in the art. 

The DNA construct normally forms part of an expression vector v^ch may have other 
components such as an origin of replication (i.e., a nucleic acid sequence that enables the vector to 
replicate in one or more selected host cells) and, if desired, one or more additional selectable 
gene(s). Construction of suitable vectors containing the desired coding and control sequences 
employs standard Ugation techniques. Isolated plasmids or DNA fragments are cleaved, tailored, 
and religated in the form desired to generate the plasmids required. 

Generally, in cloning vectors the origin of rephcation is one that enables the vector to 
replicate independently of the host chromosomal DNA, and includes origins of repUcation or 
autonomously repUcating sequences. Such sequences are well knowiL The 2\i plasmid origin of 
rephcation is suitable for yeast, and various viral origins (SV40, polyoma, adenovirus, VSV or 
BPV) are usefiil for cloning vectors in mammahan cells. Generally, the origin of replication 
component is not needed for mammalian expression vectors (the SV40 origin may typically be 
used only because it contains the early promoter). 

Most ejqjression vectors are "shuttle" vectors, they arc capable of replication in at least 
one class of organisms but can be transfected into another organism for expressioiL For example, a 
vector is cloned in E. coU and then the same vector is transfected into yeast or mammalian cells for 
expression even though it is not capable of replicating independently of the host cell chromosome. 

For analysis to confirm correct sequences in plasmids coristmcted, plasmids from the 
transformants are prepared, analyzed by restriction, and/or sequenced by the method of Messing et 
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g/.. Nucleic Acids Res.. 9:309 (1981) or by the method of Maxam etal.. Methods in Enzvmologv. 
65:499(1980). 

The expression vector having the DNA construct prepared as discussed above is 
transformed into a eukaryotic host cell. Suitable host cells for cloning or expressing the vectors 
herein are yeast or higher eukaryote cells. 

Eukaryotic microbes such as filamentoiis fungi or yeast are suitable hosts for vectors 
containing the product gene. Saccharomyces cerevisiae, or common baker's yeast, is the most 
commonly used among lower eukaryotic host microorganisms. However, a number of other 
genera, species, and strains are commonly available and useful herein, such as S, pombe (Beach 
and NxH^e, Nature, 290:140 (1981)), Kluyveromyces lactis (Louvencourt et a/,, J. Bacteriol., 737 
(1983)), yycarowia (EP 402,226), Pichia pastoris (EP 183,070), Trichoderma reesia (EP 244,234), 
Neurospora crassa (Case et al, Proc. Natl. Acad. Sci. USA, 76:5259-5263 (1979)), and 
Aspergillus hosts such as A. nidulans (Ballance et al, Biochem. Biophvs. Res. Commxm. , 112:284- 
289 (1983); Tilbum et al. Gene, 26:205-221 (1983); Yelton et al, Proc. Natl. Acad. Sci. USA. 
81:1470-1474 (1984)) and^. niger (KeUy and Hynes, EMBO J., 4:475-479 (1985)), 

Suitable host cells for the expression of the product gene are derived from multicellular 
organisms. Such host cells are capable of complex processing and glycosylation activities. In 
principle, any higher eukaryotic cell culture is workable, whether from vertebrate or invertebrate 
culture. Examples of invertebrate cells include plant and insect cells. Numerous baculoviral strains 
and variants and corresponding permissive itisect host cells from hosts such as Spodoptera 
frugiperda (caterpillar), Aedes aegypti (mosquito), Aedes albopictus (mosquito), Drosphila 
melanogaster (fruitfly), and Bombyx mori host cells have been identified. See, e.g., Luckow et al,, 
Bio/Technology, 6:47-55 (1988); Miller et al^ in Genetic Engineering ^ Setlow, J.K. et a/., eds.. 
Vol, 8 (Plenum Publishing, 1986), pp. 277-279; and Maeda et al. Nature, 315:592-594 (1985). A 
variety of such viral strains are publicly available, e.g., the L-1 variant of Autographa califormca 
NPV and the Bm-5 strain of Bombyx mori NPV, and such viruses may be used as the virus herein 
according to the present invention, particularly for transfection of Spodoptera Jrugiperda cells. 

Plant cell cultures of cotton, com, potato, soybean, petunia, tomato, and tobacco can be 
utilized as hosts. Typically, plant cells are transfected by incubation with certain strains of the 
bacterium Agrobacterium tumefaciem, which has been previously manipulated to contain the 
product gene. During incubation of the plant cell culture with A. tumefaciens, the product gene is 
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transferred to the plant cell host such that it is transfected, and will, under appropriate conditions, 
express the product gene. In addition, regulatory and signal sequences compatible with plant cells 
are available, such as the nopaline synthase promoter and polyadenylation signal sequences. 
Depicker et al, J. MoL AppL Gen.. 1:561 (1982). In addition, DNA segments isolated from the 
upstream region of the T-DNA 780 gene are capable of activating or increasmg transcription levels 
of plant-expressible genes in recombinant DNA-containing plant tissue. EP 321,196 published 21 
June 1989. 

However, mterest has been greatest in vertebrate cells, and propagation of vertebrate cells 
in culture (tissue culture) has become a routme procedure in recent years (Tissue Culture. 
Academic Press, Kruse and Patterson, editors (1973)). Examples of useful mammalian host cell 
lines are monkey kidney CVl line transformed by SV40 (COS-7, ATCC CRL 1651); human 
embryonic kidney Une (293 or 293 cells subcloned for growth in suspension culture, Graham et al, 
J. Gen ViroL, 36:59 (1977)); baby hamster kidney cells (BHK, ATCC CCL 10); Chinese hamster 
ovary ceUsADHFR (CHO, Urlaub and Chasin, Proc. Natl. Acad. Sci, USA, 77:4216 (1980)); 
dpl2.CH0 cells (EP 307,247 published 15 March 1989); mouse sertoU cells (TM4, Mather, Biol. 
Reprod., 23:243-251 (1980)); monkey kidney cells (CVl ATCC CCL 70); African green monkey 
kidney ceUs (VERO-76, ATCC CRL-1587); human cervical carcinoma cells (HELA, ATCC CCL 
2); canine kidney cells (MDCK, ATCC CCL 34); buffalo rat liver cells (BRL 3A, ATCC CRL 
1442); human lung ceUs (W138, ATCC CCL 75); human liver cells (Hep G2, HB 8065); mouse 
mammary tumor (MMT 060562, ATCC CCL51); TRI cells (Mather et al. Annals N.Y.Acad. Sci., 
383:44-68 (1982)); MRC 5 cells; FS4 cells; and a human hepatoma line (Hep G2). 

Host cells are transformed with the above-described expression or cloning vectors of this 
invention and cultured in conventional nutrient media modified as appropriate for inducing 
promoters, selecting transformants, or amplifying the genes encoding the desired sequences. 

Infection with Agrobacterium tumefaciens is used for transformation of certain plant cells, 
as described by Shaw et al.. Gene, 23:315 (1983) and WO 89/05859 published 29 June 1989. For 
mammalian cells without such cell walls, the calciimi phosphate precipitation method of Graham 
and van der Eb, Viroloev. 52:456-457 (1978) may be used. General aspects of manamalian cell 
host system transformations have been described by Axel in U.S. 4,399,216 issued 16 August 
1983. Transformations into yeast are typically carried out according to the method of Van 
Solingen et aU J. Bact, 130:946 (1977) and Hsiao et al, Proc. Natl. Acad. Sci. fUSAl 76:3829 
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(1979). However, other methods for introducing DNA into cells such as by nuclear injection or by 
protoplast fusion may also be used. 

In preferred embodiments the DNA is introduced into the host cells using electroporation, 
lipofection or polyfection techniques. In a particularly preferred embodiment, the transfection is 
performed in a spinner vessel as illustrated by Example 3 or in some other form of suspension 
culture. Transfection performed in a spinner vessel is also referred to as "spinner transfection". 
Culturing the cells in suspension allows them to reach a cell density of at least about 5xlO^/ml and 
more preferrably at least about 1.5xlO^/ml prior to transfection. See Andreason, J. Tiss. Cult. 
MeflL, 15:56-62 (1993), for a review of electroporation techniques useful for practicing the 
claimed invention. It was discovered that these techniques for introducing the DNA construct into 
the host cells are preferable over calcium phosphate precipitation techniques insofar as the latter 
could cause the DNA to break up and form concatemers. 

The mammalian host cells used to express the product gene herein may be cultured in a 
variety of media as discussed in the definitions section above. The media is formulated to provide 
selective nutrient conditions or a selection agent to select transformed host cells which have taken 
up the DNA construct (either as an intra- or extra-chromosomal element). To achieve selection of 
the transformed eukaryotic cells, the host ceUs may be grown in ceil culture plates and individual 
colonies expressing one or both of the selectable genes (and thus the product gene) can be isolated 
and grown in growth medium under defined conditions. The host cells are then analyzed for 
transcription and/or transformation as discussed below. The culture conditions, such as 
temperature, pH, and the like, are those previously used with the host cell selected for e>q)ression, 
and will be apparent to the ordinarily skilled artisan. 

Gene amplification and/or e^qjression may be measured in a sample directiy, for example, 
by conventional Southern blotting, Northern blotting to quantitate the transcription of mRNA 
(Thomas, Proc. Nafl. Acad. Sci. USA. 77:5201-5205 (1980)), dot blotting pNA or mRNA 
analysis), or in situ hybridization, using an appropriately labeled probe, based on the sequences 
provided herein. Various labels may be employed, most commonly radioisotopes, particularly ^^P. 
However, other techniques may also be employed, such as using biotin-modified nucleotides for 
introduction into a polynucleotide. The biotin then serves as the site for binding to avidin or 
antibodies, which may be labeled with a wide variety of labels, such as radionuclides, fluorescence, 
enzymes, or the like. Alternatively, antibodies may be employed that can recognize specific 
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duplexes, including DNA duplexes, RNA duplexes, and DNA-KNA hybrid duplexes or 
DNA-protein duplexes. The antibodies in turn may be labeled and the assay may be carried out 
where the duplex is bound to a surface, so that upon the formation of duplex on the surface, the 
presence of antibody boxind to the duplex can be detected. 

Gene expression, alternatively, may be measured by immxmological methods, such as 
immunohistochemical staining of tissue sections and assay of cell culture or body fluids, to 
quantitate directly the ejqpression of gene product With immunohistochemical staining 
techniques, a cell sample is prepared, typically by dehydration and fixation, followed by reaction 
with labeled antibodies specific for the gene product coupled, where the labels are usually visually 
detectable, such as enzymatic labels, fluorescent labels, luminescent labels, and the like. A 
particularly sensitive staming technique suitable for use in the present invention is described by 
Hsu et al. Am. J, Clin.PatiL, 75:734-738 (1980). 

In the preferred embodiment protein expression is measured using ELIS A as desoibed in 
Example 1 herein. 

The product of interest preferably is recovered from the culture medium as a secreted 
polypeptide, although it also may be recovered from host cell lysates when directiy expressed 
without a secretory signal. When the product gene is e)q)ressed in a recombinant cell other than 
one of human origin, the product of interest is completely fi^e of proteins or polypeptides of 
human origin. However, it is necessary to purify the product of interest from recombinant cell 
proteins or polypeptides to obtain preparations that are substantially homogeneous as to the 
product of interest. As a first step, the culture medium or lysate is centrifuged to remove 
particulate cell debris. The product of interest thereafter is purified from contaminant soluble 
proteins and polypeptides, for example, by firactionation on immunoafSnity or ion-exchange 
columns; ethanol precipitation; reverse phase HPLC; chromatography on silica or on a cation 
exchange resm such as DEAE; chromatofocusing; SDS-PAGE; ammonium sulfate precipitation; 
gel electrophoresis using, for example, Sephadex G-75; chromatography on plasminogen columns 
to bind the product of interest and protein A Sepharose columns to remove contaminants such as 
IgG. 

The following examples are offered by way of illustration only and are not intended to limit 
the invention m any manner. All patent and literature references cited herein are expressly 
incorporated by reference. 
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EXAMPLE 1 

2C4 production using the flision construct expression vector 

Vectors related to those described by Lucas et al (Lucas BK, Giere LM, DeMarco RA, 
Shen A, Chisholm V and Crowley C. High-level production of recombinant proteins in CHO cells 
using a dicistronic DHFR intron expression vector. (1996) Nucleic Acids Res. 24(9), 1774-1779.), 
which contain an intron between the SV40 promoter and enhancer and the cDNA that encodes the 
polypeptide of interest, were constructed. The intron is boardered on its 3' and 5' ends, 
respectively, by a spUce donor site derived from cytomegalovirus immediate early gene (CMVIE), 
and a splice acceptor site from an IgG heavy chain variable region (Vh) gene (Eaton et al, 
Biochem. , 25:8343 (1986)). The spUce sites selected provide slightly inefScient splicing such that 
only about 90% of the transcripts produced axe intron free. Previous studies have demonstrated that 
when a selectable marker such as DHFR is integrated within this intron^as in the plasmid pSV.ID, 
marker gene transcription proceeds from any unspliced transcripts, providing a highly efBcient 
means of maintaining linkage between the expression of the marker gene and flie cDNA of interest 
as well as enhanced product expression relative to expression of the marker gene. 

Vectors containing a murine puromycin/DHFR fusion sequence in the intron following the 
SV40 promoter elements were constructed by linearizing a pSV.IPUR plasmid, which contained 
the puromycin resistance gene in an intron following the SV40 promoter/enhancer (pSV.IPUR, 
Figures 1 and 2), with Hpa I immediately following the end of the puromycin ORF. A 564 bp 
PGR fragment containing the entire coding region for the murine DHFR gene was subsequently 
ligated into this linearized vector 3* of the puromycin resistance gene. The stop codon TAG 
between the puromycin resistance gene and the DHFR gene was deleted by site-directed 
mutagenesis resulting in a pSV.I plasmid containing a Puro/DHFR fusion gene within the intron of 
the expression cassette (pSV.IPD, Figures 1 and 4). 

The cDNA of the Heavy chain (HC) and light chain (LC) sequences of an anti-HER2 Neu 
antibody, 2C4, were inserted into pSV.IPD as shown in Figure 6. The sequence of the resulting 
pSV.IPD.2C4 vector is shown in Figure 7. Data collected using the pSV.IPD,2C4 vector are 
shown in Table 2. 
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Additionally, a vector containing only a murine DHFR sequence within the intron 
(pSVJD) was prepared. The DNA sequence for the pSV.ID vector is shown in Figure 3. The 
preparation of such vectors is disclosed in U.S. Patent No. 5,561,053, which is herein incorporated 
by reference. Into that vector, the HC and LC sequences of monoclonal antibodies to VEGF were 
inserted. The sequence of the resulting pSV.DPD.VEGF vector is shown in Figure 5. 

Plasmid DNA's that contained either the Puro/D HFR fusion sequences in the intron or 
murine DHFR alone preceding cDNA sequences for HC and LC of 2C4 and anti-VEGF, 
respectively were introduced into CHO DHFR minus cells by lipofection. Briefly, for 
transfection, 4 million CHO DUX-Bll (DHFR minus) were seeded in 10 cm plates the day 
before transfection. On the day of transfection, 4 ug DNA was mixed with 300 ul of serum free 
medium and 25 ul of polyfect from Qiagen. The mixture was incubated at room temperature for 
5 to 10 minutes and added to the cells. Cells were fed with fresh glycine, hypoxanthine and 
thymidine-free (GHT-free) medium and twenty-four hours later, were trypsinzed and selected in 
fresh GHT- free medium with 0-5 nM of methotrexate (MTX) in order to select for stable 
DHFR+ clones. Approximately 300 - 400 individual clones were selected in this first round of 
screening for measurement of protein expression levels. Clones from each vector which expressed 
the highest levels of antibody were then re-e>q)0sed to higher levels of methotrexate to affect a 
second round of gene amplification and selection. The screening process was repeated on all 
available clones, the highest of \^ch were e3q)0sed to a third round of amplification. The 
methotrexate concentrations used during amplification using the pSV.ID-derived vector v/ss 50 to 
1000 nM in the 2"^^ round and 200 to 1000 nM in the 3'*^ round. These concentrations are typically 
required to achieve growth-limiting toxicity, which is required to achieve sufficient selective 
pressure for gene amplification. Concentrations required to reach this same degree of toxicity 
using the pSV.IPD-derived vectors were remarkably lower. 

The level of antibody expression was determined by seeding cells m 1 ml of serum-free 
F12:DMEM-based media supplemented with protein hydrolysate and anuno acids in 24 well 
dishes at 3 X 10^6 cells/ml or in 100 ul of similar media in individual wells of a 96 well plate. 
Growth media was collected after 3-4 days and titers were assayed by an ELISA directed towards 
the intact IgG molecule. In experiments where ceUs were not seeded at equal cell densities, a 
fluorescent measure of viable cell number was performed on each well in order to normalize 
expression data. An Intact IgG ELISA was performed on microtiter plates which used a capture 
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antisera directed to framework Fab residues conmion in both antibodies. Media samples were 
added to the wells followed by washing and a horseradish peroxidase labeled second antibody 
directed towards conmion framework Fc residues was used for detection. 

Table 2 presents expression level distributions of clones isolated during each round of 
screening of anti VEGF clones, which resulted from transfection with the plasmid containing only 
the DHFR sequence in the intron (pSV.ID.aVEGF), and 2C4 clones that were created using the 
Puro/DHFR fusion sequence in the same intron (pSV.IPD.2C4). The distribution of expression 
levels seen in the case of anti VEGF is typical of the performance of the vector containing only the 
murine DHFR gene in the intron (pSV.ID). All isolates identified in the first and second romds of 
screening have relatively low expression levels. In the intial selection round, no clones with 
expression above 5 were isolated. At least three rounds of amplification are required to identify 
clones capable of specific productivity greater than 50. The 2C4 clones were screened after the 
first exposure to methotrexate (0-2.5 nM) and the most productive of these were exposed to a 
second round of amplification in 10-25 nM MTX. Cells surviving this amplification were pooled 
and exposed to 3*^^ round amplification prior to selection for fiirther screening. In contrast to the 
pSV.ID vetor, using the pSV.IPD vector, clones with an expression level of up to 25 were 
identified even in the first round of screening. Clones with an expression level greater than 25 
represented 95% of the population after their third round of amplification and screening. 

The data from Example 1 indicates that use of the Puro/DHFR fiision protein as the 
selectable marker allows for faster, more eflfident isolation of highly productive CHO clones using 
significantiy lower levels of methotrexate. The data suggests that e>qDOSure to low concentrations 
and stepwise increments in methotrexate allow for the efficient initial selection of highly 
expressing clones and subsequent gene amplification. Exposure to excessively high concentrations 
of methotrexate or large incremental increases in exposure often does not yield increases in gene 
expression since cells rapidly acquire methotrexate resistance through non-gene amplification 
mechanisms. Importantiy, the data also shows that the Puro/DHFR fiision protein provides an 
unexpectedly impaired activity of the DHFR gene product or an enhanced sensitivity to 
methotrexate, which results in a highly stringent initial selection step, and allows efficient gene 
amplification at concentrations of methotrexate not frequentiy associated with the acquisition of 
drug resistance through alternative mechanisms. The ability to select cells which have incorporated 
the plasmid either in the presence of puromycin or methotrexate, prior to initiating exposure to 
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methotrexate also provides a means of transferring this efficient system to DHFR (positive) host 
cells. 

For Example 1 the structure of the expressed antibody has been extensively characterized. 
The proteins generated from the pSV.IPD are indistinguishable from the antibody produced by the 
pSV.ID vector, with no apparent increase of free heavy or Ught chain expressed by the pool. 



TABLE 2. PERCENTAGES OF pSV.IPD.2C4 CLONES ISOLATED AT VARIOUS 
EXPRESSION LEVELS AFTER MTX EXPOSURE^ 



Expression 
Level^ 


pSV.ID.aVEGF 
IstRd 


pSV.IPD.2C4 
IstRd 


pSV.ID.aVEGF 
3rd Rd 


pSV.IPD.2C4 
3rd Rd 


<1 


71 


16 


0 


0 


1-5 


29 


67 


0 


0 


5-10 


0 


14 


2 


3 


10-25 


0 


3 


15 


4 


25-50 


0 


0 


35 


21 


50-100 


0 


0 


46 


61 


100-150 


0 


0 


2 


3 



'*MTX concentration for Control SD vector = 
1000 nM, 3'^ round. SD- Puro/DHFR vector 
round. 

^ Expression levels are in mg/ml or (nig/nil)/Fluorescent Unit 

This example demonstrate the general applicability of the Puro/DHFR fusion sequence for 
selection of highly productive recombinant cell lines following minimal exposure to MTX. 



EXAMPLE 2 

Recombinant protein production using a pSV J constnict containing DHFR 
and a fusion gene other than Pure 



Gonstructs can also be produced that contain a fusion sequence of an alternative 
selectable marker and DHFR within an intron region as described in Example 1. For instance 



= 0-10 nM 1'' round, 50 -1000 nM 2°^ round, 200- 
= 2.5 nM l"* round, 25 nM 2"^ round, 100 nM 3"^ 
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Starting with the vector pSVID, the coding sequences for the neomycin resistance gene (Neo), 
hygromycin resistance gene (Hygro), glutamine synthase (GS), thymidine kinase (TK) or zeocin 
(Zeo) could be inserted in frame with the start site of the murine DHFR sequence contained 
within the intron. The stop codon of this inserted gene would then be removed using site 
dirtected mutagenesis according to example 1. Depending upon the phenotype of the host cell 
selected, cells incorporating the plasmid could then be selected using either GHT-free or MTX 
containing media as described in examples 1-3 or using an appropriate q\xantity of the alternative 
selective agent Gene expression by the resulting clones could then be amplified in the presence 
of increased levels of methotrexate. 

EXAMPLES 

Direct Selection with plasmids SV>IPD.BDP and CMV.IPD.HP after spinner transfection 

DP12 CHO cells were grown in growth medium with 5% FBS (fetal bovine serum) and 
IX GHT (glycine, hypoxanthine and thymidine). The process typically took about 4 days. On 
day 1, cells were seeded at 4X10^5/ml in 400 ml growth medium in a 500 ml spinner vessel and 
grown for 2 days at 37 ^C. On day 3, the exponentially grown cells were. seeded at 1 .5X10^6 
cells/ml in a 250 ml spinner vessel containing 200 ml of growth medium plus 5% FBS and IX 
GHT. The cells were grown for 1 to 2 hours at 37 °C before transfection. During that tune, 
serum-fi:ee growth medium and IX GHT was wanned to 37 ^C. 400 fig plasmid construct DNA 
and 1 ml of Lipofectamine 2000® (Qiagen) were separately diluted into 25 ml of warm serum- 
free medium in 50 ml Falcon tubes. The solutions in the tubes were combined and incubated at 
room temperature for 30 minutes. The cells were then transfected with plasmid constructs 
pSV.IPD.HP and pCMV.IPD.HP, which constructs are illustrated in Figures 13 and 14, 
respectively. At the end of incubation, the cells were transfected by adding all 50 ml of the 
mixture of diluted plasmid construct and Lipofectamme 2000® to the 250 ml spinner vessel 
containing cells in serum-free medium, and the cells continued to grow at 37 for about 24 
hours. On day 4, 250 ml of transfected cells were centrifuged at 1000 rpm for 5 minutes to 
collect the pellet. The transfection eflSciency was monitored by transfecting cells with a GFP 
plasmid followed by FACS analysis 24 hours after transfection. The transfection efficiency with 
this protocol was typically approximately 55 to 70 % in CHO cells as shown in Figure 8. 
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After the transfection, cells were centrifuged to collect the pellet. The pellet was then 
resuspended in growth medium containing methotrexate (MTX) ranging from 10 to 100 nM for 
either SV40 or CMV based constructs. Approxunately 100 clones survived the direct selection. 
Cell growth medium was changed every 3 to 4 days. At approximately 2 weeks after 
transfection, individual clones were picked and grown in 96-well plates in growth medium 
containing MTX. Heterologous polypeptide expression levels were evaluated by ELISA. 
Figures 10-1, 10-2, and 1 1 show the results fi-om 25 nM and 50 nM MTX selection. Figure 9 
shows heterologous polypeptide expression levels of clones fi^om a traditional 10 nM MTX 
selection where the cells were not transfected in a spinner flask. 

It took about 1 week for cells to grow confluent in a 96-well plate. When they were 
confluent, the growth medium was removed and cormnercially available enriched cell culture 
medium (vsdiich includes Ix GHT but no MTX) was added into each well. On the day after 
adding the commercially available enriched cell culture medium, the plate was incubated at 33 

for 5-6 days before performing an ELISA assay to quantitate the amount of humanized 
monoclonal antibody produced by the cells. ELISA was typically performed with serial dilutions 
of the commercially available enriched cell culture medium. Results from a humanized 
monoclonal antibody production were shown in Figures 9, 10-1, 10-2 and 11. 

The four clones producing the greatest amount over 100 jig/ml of intact IgG based on direct 
selection at 25 nM MTX using a CMV-based construct were scaled up from a 96-well plate to a 
6-well plate and then to a 10 cm plate. Cells were seeded at 3X10'^5/ml in 200 ml volimie in a 
250 ml spiimer vessel in serum-free growth medium with 2 \ig/ml human insulin and IX Trace 
Elements (TE). Cells were initially passaged at either two- or three-day intervals with medium 
exchange. Then they were passaged at either three- or four-day intervals for about 6 weeks 
before bioreactor evaluation. At each passage time, cell viability and coimt number were 
monitored. To determine the cell growth after serum-free adaptation, a spinner vessel growth 
e:q>eriment was performed. Cells were seeded at 3X10^5 cells/ml into 400 ml of growth 
medium with 2 (ig/ml recombinant human insulin and IX TE in a 500 ml spinner vessel on day 
1 . On each day, packed cell volume (PCV) was monitored until day 5, PCVs reached between 
0.4 % to 0.6% by day 4. Two serum-free adapted clones from 25 nM MTX selection with CMV- 
based construct were evaluated in bioreactors. Two liter bioreactors with commercially available 
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enriched cell culture medium were run for a total of 14 days. The data from the titer evaluation 
is shown in Figure 12. 

An ELIS A assay of clones surviving the direct selection shows that the best clones 
coming out of the method described in this example produce as much product of interest as 
highly amplified clones from a traditional method. See Figure 16. Evaluations of 2 clones from 
the direct selection shows that those clones produce about Ig/L of a product of interest in a 
bioreactor process. Since those clones were generated from one step of a direct selection 
inmiediately after transfection, it only takes about 5 to 6 weeks to generate a stable cell line 
producing Ig/L of a product of interest in a bioreactor leading to significant timeline reduction, 
about 3 months, which is critical for efficiency of product development. 

The foregoing written specification is considered to be sufficient to enable one skilled in 
the art to practice the invention. The present invention is not to be limited in scope by the 
examples presented herein, since the exemplified embodiments are intended as illustrations of 
certain aspects of the invention and any functionally equivalent embodiments are within the 
scope of this invention. The examples presented herein are not intended as limiting the scope of 
the claims to the specific illustrations. Indeed, various modifications of the invention, in addition 
to those shown and described herein and which fall within the scope of the appended claims, 
may become apparent to those skilled in the art from the foregoing description. 



33 



wo 2004/046340 



PCTAJS2003/037047 



CLAIMS 

What is claimed is: 

1. A method of producing a host cell capable of producing a product of interest, comprising: 

transfecting a host cell culture with a DNA construct comprising a transcriptional 
legulatory region, a fused selectable gene sequence and a gene encoding a product of interest; 

directly culturing the transfected host cells in a selective medium; 

allowing the host cells to grow in the selective medium for a sufficient time to allow 
amplification of gene encoding the product of interest to occur; and 

selecting a host cell clone that is capable of producing at least about 250mg/l of the 
product of interest. 

2. A method of claim 1 wherein the selective medium contains at least about 25nM 
methotrexate. 

3. A method of claim 1 wherein the selective medium contains at least about 50nM 
methotrexate. 

4. A method of claim 1 wherein the host cell is a CHO cell. 

5. A method of claim 1 wherein the product of interest is a protein selected from the group 
consisting of an antibody, enzyme, hormone, lipoprotein, clotting factor, anti-clotting factor, 
cytokine, viral antigen, chimeric protein, transport protein, regulatory protein, homing receptor, 
and addressin; or a fi:Bgment of said protein. 

6. A method of claim 1 wherein said product of interest is a humanized antibody. 

7. A host cell produced according to the method of claim 1 . 
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8. A method of producing a product of interest, comprising culturing a host cell produced 
according to the method of claim 1 under conditions suitable to cause expression of the product 
of interest in an amount at least about 250mg/l. 

9. A method of claim 1 wherein the DNA construct comprises, in order 5' to 3': 

a) a transcriptional regulatory region capable of regulating transcription of both the 
selectable gene and the product gene; 

b) a transcriptional initiation site; 

c) a fused selectable gene sequence positioned within an intron defined by a 5' splice 
donor site comprising a splice donor sequence such that the efficiency of splicing messenger 
RNA having said splice donor sequence is between about 80% and 99% as determined by PGR, 
and a 3 ' splice acceptor cite; 

d) a product gene encoding a product of interest; and 

e) a transcriptional termination site. 

10. The method of claim 9 further comprising recovering the product of interest from the 
culture. 

11. A method of claim 9 wherein the transcriptional regulatory region capable of regulating 
transcription of both the selectable gene and the product gene is driven by a SV40 promoter, 

12. A method of claim 9 wherein the transcriptional regulatory region capable of regulating 
transcription of both, the selectable gene and the product gene is driven by a CMV promoter. 
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13. A cell culture composition comprising a host cell according to claim 9 and at least about 
250mg/l of the product of interest. 

1 4, A method of producing a host cell capable of producmg at least about 250mg/ml of a 
product of mterest comprising transfecting a host cell with a DNA construct comprising in order 
from 5' to 3': 

a) a transcriptional regulatory region capable of regulating transcription of both the 
selectable gene and the product gene; 

b) a transcriptional initiation site; 

c) a fused selectable gene sequence positioned within an intron defined by a 5' splice 
donor site comprising a splice donor sequence such that the efficiency of splicing messenger 
RNA having said splice donor sequence is between about 80% and 99% as determined by PGR, 
and a 3 ' splice acceptor cite; 

d) a product gene encoding a product of interest; and 

e) a transcriptional termination site; 

wherein the transfection is peiformed in suspension culture. 

15. A method of claim 14, wherein the DNA construct is introduced into the host cells by 
lipofection. 

16. A method of claim 14 wherein said transfection is performed in a spinner vessel. 

17. The method of claim 14 wherein the suspension culture has cell density of at least about 
5xlO^/ml at the time of transfection. 



36 



wo 2004/046340 — 



PCT/US2003/037047 



1 8. The method of claim 1 4 wherein the suspension culture has a cell density of at least about 
1 .SxloVml at the time of transfection 

19. A method of claim 1 5 wherein the product of interest is selected j&om the group 
consistmg of an antibody, enzyme, hormone, lipoprotein, clotting factor, anti-clotting factor, 
cytokine, viral antigen, chimeric protein, transport protein, regulatory protein, homing receptor, 
and addressin and a fragment of any of said product of interest. 

20. A method of rapidly selecting a host cell producing a product of interest, comprising: 

transfecting a host cell culture with a DNA construct comprising a transcriptional 
regulatory region, a fused selectable gene sequence and a gene encoding a product of interest; 

directly culturing the transfected host cells in a selective medium; and 

allowing the host cells to grow in the selective medium for a sufficient time to allow 
amplification of gene encoding the product of interest to occur. 
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Figure 1. Construction of pSV.IPD PlasmkI 
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Figure 5, pSV.ID.aVEGF control plasmid 
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Figure 6. piSV.IPD.2C4 
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Figure 8. 



FACS analysis of transiently transfected CHO cells with a 
GFP plasmid in 250 ml spinner transfection. 
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Figure 9. Expression level of clones from traditional 10 nM MTX 

selection. 
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Figure 10-2 

Figures 10.1 and 10.2. Expression level of clones from 25 and 50 nM 
MTX direct selections of SV40-based constructs derived from 
spinner transfection, respectively. 
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Figure 11, Expression level of clones from 25 nM MTX direct 
selection of CMV construct derived from spinner transfection. 
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Figure 12. Titer Evaluation in Miniferm. 
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Figure 15. pCMV.IPD.HP 
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Timeline and Titer Comparison 



Traditional Approacli 



Direct Selection Approach 



SV40.PD.Abtibodv SV40.PD.Antibodv CMV.PD.Antibodv 

10 nM 



i 



50 nM 



i 



100/200 nM 



i 



200/300 nM 



1 



600/1000 nM 



25/50 nM 



100 nlM 
200/300 nM 



25|lM 



100 nM 



6 Months 



3 Months 



Figure 16. Timeline and Titer Comparison. 
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attattgact 
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cagttagggt 


gtggaaagtc 


cccaggctcc 
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cgagcgcgcc 


ggggtgcccg 


cc't'tcctgga 


OCA 

you 


gacctccgcg 


ccccgcaacc 


tccccutcta 


cgagcggctc 
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JLUzU 


cgtcgagtgc 
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gcgcgacctg 
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cgcaagcccg 


gtgcct gagt 


lUoU 


taactgctcc 


cctcctaaag 


_4_^~ — 4-4-1- 
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ttataagacc 


atgggacttt 


tgctggcttt 
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gaacgcagct 
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T O Art 
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. 1860 
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ccgcttaatt 


aaggcgcgcc 
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agcttggcac 


tggccgtcgt 


tttacaacgt 


cgtgactggg 
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cttaatcgcc 
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tccccccttc 


gccagctggc 


gtaatagcga 


agaggcccgc 


O T rt rt 
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cttcccaaca 


gttgcgtagc 


ctgaatggcg 


aatggcgcct 


gatgcggtat 
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tttctcctta 


cgcatctgtg 


cggtatttca 


caccgcatac 


gtcaaagcaa 


ccatagtacg 


2220 


cgccctgtag 


cggcgcatta 


agcgcggcgg 


gtgtggtggt 


tacgcgcagc 


gtgaccgcta 
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cacttgccag 


cgccctagcg 


cccgctcctt 


tcgctttctt 


cccttccttt 


ctcgccacgt 


2340 


tcgccggctt 


tccccgtcaa 


gctctaaatc 


gggggctccc 


tttagggttc 


cgatttagtg 
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ctttacggca 


cctcgacccc 


aaaaaacttg 


atttgggtga 


tggttcacgt 


agtgggccat 
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gacggttttt 


cgccctttga 


cgttggagtc 


cacgttcttt 
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2520 


tcttgttcca 
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ctatctcggg 


ctattctttt 


gatttataag 


2580 
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ggattttgcc 


gatttcggcc 


tattggttaa 


aaaatgagct 


gatttaacaa 


aaatttaacg 


2640 


cgaattttaa 


caaaatatta 


acgtttacaa 


ttttatggtg 


cactctcagt 


acaatctgct 


2700 


ctgatgccgc 


atagttaagc 


caactccgct 


atcgctacgt 


gactgggtca 


tggctgcgcc 


2760 


ccgacacccg 


ccaacacccg 


ctgacgcgcc 


ctgacgggct 


tgtctgctcc 


cggcatccgc 


2820 


ttacagacaa 


gctgtgaccg 


tctccgggag 


ctgcatgtgt 


cagaggtttt 


caccgtcatc 


2880 


accgaaacgc 


gcgaggcagt 


attcttgaag 


acgaaagggc 


ctcgtgatac 


gcctattttt 


2940 


ataggttaat 


gtcatgataa 


taatggtttc 


ttagacgtca 


ggtggcactt 


ttcggggaaa 
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tgtgcgcgga 


acccctattt 


gtttattttt 


ctaaatacat 


tcaaatatgt 


atccgctcat 


3060 
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tgcttcaata 
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tgagtattca 


3120 
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tgcggcattt 


tgccttcctg 


tttttgctca 


3180 
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ctggtgaaag 


taaaagatgc 


tgaagatcag 
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gagtgggtta 


3240 


catcgaactg 


gatctcaaca 


gcggtaagat 


ccttgagagt 


tttcgccccg 


aagaacgttt 


3300 


tccaatgatg 


agcactttta 


aagttctgct 


atgtggcgcg 


gtattatccc 


gtgatgacgc 


3360 


cgggcaagag 


caactcggtc 


gccgcataca 


ctattctcag 


aatgacttgg 


ttgagtactc 


3420 


accagtcaca 


gaaaagcatc 


ttacggatgg 


catgacagta 


agagaattat 


gcagtgctgc 


3480 


cataaccatg 


agtgataaca 


ctgcggccaa 


cttacttctg 


acaacgatcg 


gaggaccgaa 


3540 


ggagctaacc 


gcttttttgc 


acaacatggg 


ggatcatgta 


actcgccttg 


atcgttggga 


3600 


accggagctg 


aatgaagcca 


taccaaacga 


cgagcgtgac 


accacgatgc 


cagcagcaat 


3660 


ggcaacaacg 


ttgcgcaaac 


tattaactgg. 


cgaactactt 


actctagctt 


cccggcaaca 


3720 


attaatagac 


tggatggagg 


cggataaagt 


tgcaggacca 


cttctgcgct 


cggcccttcc 


3780 


ggctggctgg 


tttattgctg 


ataaatctgg 


agccggtgag 


cgtgggtctc 


gcggtatcat 
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tgcagcactg 


gggccagatg 


gtaagccctc 


ccgtatcgta 


gttatctaca 


cgacggggag 


3900 


tcaggcaact 


atggatgaac 


gaaatagaca 


gatcgctgag 


ataggtgcct 


cactgattaa 


3960 


gcattggtaa 


ctgtcagacc 


aagtttactc 


atatatactt 


tagattgatt 


taaaacttca 


4020 


tttttaattt 


aaaaggatct 


aggtgaagat 


cctttttgat 


aatctcatga 


ccaaaatccc 


4080 


ttaacgtgag 


ttttcgttcc 


actgagcgtc 


agaccccgta 


gaaaagatca 


aaggatcttc 


4140 


ttgagatcct 


ttttttctgc 


gcgtaatctg 


ctgcttgcaa 


acaaaaaaac 


caccgctacc 


4200 


sgcggtggtt 


tgtttgccgg 


atcaagagct 


accaactctt 


tttccgaagg 


taactggctt 


4260 


cagcagagcg 


cagataccaa 


atactgtcct 


tctagtgtag 


ccgtagttag 


gccaccactt 


4320 
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caagaactct 


gtagcaccgc 


ctacatacct 


cgctctgcta atcctgttac 


cagtggctgc 


4380 


tgccagtggc 


gataagtcgt 
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4500 
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ttcccgaagg 


4560 


gagaaaggcg 
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4 620 
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ggtatcttta 


tagtcctgtc gggtttcgcc 
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tgagcgtcga 


tttttgtgat 
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ggggcggagc ctatggaaaa 
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4740 
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ttacggttcc 


tggccttttg 
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tctttcctgc 


4800 


gttatcccct 


gattctgtgg 


ataaccgtat 


taccgccttt gagtgagctg 


ataccgctcg 


4860 


ccgcagccga 


acgaccgagc 


gcagcgagtc 


agtgagcgag gaagcggaag 


agcgcccaat 


4920 


acgcaaaccg 


cctctccccg 


cgcgttggcc 


gattcattaa tccagctggc 


acgacaggtt 


4980 


tcccgactgg 


aaagcgggca 


gtgagcgcaa 


cgcaattaat gtgagttacc 


tcactcatta 


5040 


ggcaccccag 


gctttacact 


ttatgcttcc 


ggctcgtatg ttgtgtggaa 


ttgtgagcgg 


5100 


tattgttaaa 


gtgtgtcctt 


tgtcgatact 


ggtactaatg cttaatt 




5147 



<210> 2 

<211> 5171 

<212> DNA 

<213> Artificial 

<220> 

<223> plasmid pSV.ID circular ds-DNA 

<220> 

<221> misc_feature 

<222> (444) . . (444) 

<223> splice donor 



<220> 

<221> iaisc_feature 

<222> (1946) . . (1946) 

<223> start pOCllB 



<220> 

<221> misc_feature 

<222> (1954) . . (1954) 

<223> linearization linker inserted into Hpal site 



<220> 
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<221> misc_feature 
<222> (529) . , (1090) 
<223> DHFR coding region 

<220> 

<221> misc_feature 
<222> (1522) . . (1522) 
<223> sv40 origin 

<400> 2 

ttcgagctcg cccgacattg attattgact agagtcgatc gacagctgtg gaatgtgtgt 60 

cagttagggt gtggaaagtc cccaggctcc ccagcaggca gaagtatgca aagcatgcat 120 

ctcaattagt cagcaaccag gtgtggaaag tccccaggct ccccagcagg cagaagtatg 180 

caaagcatgc atctcaatta gtcagcaacc atagtcccgc ccctaactcc gcccatcccg 240 

cccctaactc cgcccagttc cgcccattct ccgccccatg gctgactaat tttttttatt 300 

tatgcagagg ccgaggccgc ctcggcctct gagctattcc agaagtagtg aggaggcttt 360 
tttggaggcc taggcttttg caaaaagcta gcttatccgg ccgggaacgg tgcattggaa ' 420 

cgcggattcc ccgtgccaag agtgacgtaa gtaccgccta tagagtctat aggcccaccc 480 

cttggctcta gagagatata agcctaggat tttatccccg gtgccatcat ggttcgacca 540 

ttgaactgca tcgtcgccgt gtcccaaaat atggggattg gcaagaacgg agacctaccc 600 

tgccctccgc tcaggaacgc gttcaagtac ttccaaagaa tgaccacaac ctcttcagtg 660 

gaaggtaaac agaatctggt gattatgggt aggaaaacct ggttctccat tcctgagaag 720 

aatcgacctt taaaggacag aattaatata gttctcagta gagaactcaa agaaccacca 780 

cgaggagctc attttcttgc caaaagtttg gatgatgcct taagacttat tgaacaaccg 840 

gaattggcaa gtaaagtaga catggtttgg atagtcggag gcagttctgt ttaccaggaa 900 

gccatgaatc aaccaggcca ccttagactc tttgtgacaa ggatcatgca ggaatttgaa 960 

agtgacacgt ttttcccaga aattgatttg gggaaatata aacctctccc agaataccca 1020 

ggcgtcctct ctgaggtcca ggaggaaaaa ggcatcaagt ataagtttga agtctacgag 1080 

aagaaagact aacaggaaga tgctttcaag ttctctgctc ccctcctaaa gctatgcatt 1140 

tttataagac catgggactt ttgctggctt tagaccccct tggcttcgtt agaacgcggc 1200 

tacaattaat acataacctt atgtatcata cacatagatt taggtgacac tatagaataa 1260 

catccacttt gcctttctct ccacaggtgt cactccaggt caactgcacc tcggttctat 1320 

cgattgaatt ccccggggat cctctagagt cgacctgcag aagcttggcc gccatggccc 1380 
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aacttgttta 


ttgcagctta 


taatggttac 


aaataaagca 


atagcatcac 


aaatttcaca 


1440 


aataaagcat 


ttttttcact 


gcattctagt 


tgtggtttgt 


ccaaactcat 


caatgtatct 


1500 


tatcatgtct 


ggatcgatcg 


ggaattaatt 


cggcgcagca 


ccatggcctg 


aaataacctc 


1560 


tgaaagagga 


acttggttag 


gtaccttctg 


aggcggaaag 


aaccagctgt 


ggaatgtgtg 


1620 


tcagttaggg 


tgtggaaagt 


ccccaggctc 


cccagcaggc 


agaagtatgc 


aaagcatgca 


1680 


tctcaattag 


tcagcaacca 


ggtgtggaaa 


gtccccaggc 


tccccagcag 


gcagaagtat 


1740 


gcaaagcatg 


catctcaatt 


agtcagcaac 


catagtcccg 


cccctaactc 


cgcccatccc 


1800 


gcccctaact 


ccgcccagtt 


ccgcccattc 


tccgccccat 


ggctgactaa 


ttttttttat 


1860 


ttatgcagag 


gccgaggccg 


cctcggcctc 


tgagctattc 


cagaagtagt 


gaggaggctt 


1920 


ttttggaggc 


ctaggctttt 


gcaaaaagct 


gttacctcga 


gcggccgctt 


aattaaggcg 


1980 


cgccatttaa 


atcctgcagg 


taacagcttg 


gcactggccg 


tcgttttaca 


acgtcgtgac 


2040 


tgggaaaacc 


ctggcgttac 


ccaacttaat 


cgccttgcag 


cacatccccc 


cttcgccagc 


2100 


tggcgtaata 


gcgaagaggc 


ccgcaccgat 


cgcccttccc 


aacagttgcg 


tagcctgaat 


2160 


ggcgaatggc 


gcctgatgcg 


gtattttctc 


cttacgcatc 


tgtgcggtat 


ttcacaccgc 


2220 


atacgtcaaa 


gcaaccatag 


tacgcgccct 


gtaigcggcgc 


attaagcgcg 


gcgggtgtgg 


2280 


tggttacgcg 


cagcgtgacc 


gctacacttg 


ccagcgccct 


agcgcccgct 


cctttcgctt 


2340 


tcttcccttc 


ctttctcgcc 


acgttcgccg 


gctttccccg 


tcaagctcta 


aatcgggggc 


2400 


tccctttagg 


gttccgattt 


agtgctttac 


ggcacctcga 


ccccaaaaaa 


cttgatttgg 


2460 


gtgatggttc 


acgtagtggg 


ccatcgccct 


gatagacggt 


ttttcgccct 


ttgacgttgg 


2520 


agtccacgtt 


ctttaatagt 


ggactcttgt 


tccaaactgg 


aacaacactc 


aaccctatct 


2580 


cgggctattc 


ttttgattta 


taagggattt 


tgccgatttc 


ggcctattgg 


ttaaaaaatg 


2640 


agctgattta 


acaaaaattt 


aacgcgaatt 


ttaacaaaat 


attaacgttt 


acaattttat 


2700 


ggtgcactct 


cagtacaatc 


tgctctgatg 


ccgcatagtt 


aagccaactc 


cgctatcgct 


2760 


acgtgactgg 


gtcatggctg 


cgccccgaca 


cccgccaaca 


cccgctgacg 


cgccctgacg 


2820 


ggcttgtctg 


ctcccggcat 


ccgcttacag 


acaagctgtg 


accgtctccg 


ggagctgcat 


2880 


gtgtcagagg 


ttttcaccgt 


catcaccgaa 


acgcgcgagg 


cagtattctt 


gaagacgaaa 


2940 


gggcctcgtg 


atacgcctat 


ttttataggt 


taatgtcatg 


ataataatgg 


tttcttagac 


3000 


gtcaggtggc 


acttttcggg 


gaaatgtgcg 


cggaacccct 


atttgtttat 


ttttctaaat 


3060 
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acattcaaat 


atgtatccgc 


tcatgagaca 


ataaccctga 


taaatgcttc 


aataatattg 


3120 


aaaaaggaag 


agtatgagta 


ttcaacattt 


ccgtgtcgcc 


cttattccct 


tttttgcggc 


3180 


attttgcctt 


cctgtttttg 


ctcacccaga 


aacgctggtg 


aaagtaaaag 


atgctgaaga 


3240 


tcagttgggt 


gcacgagtgg 


gttacatcga 


actggatctc 


aacagcggta 


agatccttga 


3300 


gagttttcgc 


cccgaagaac 


gttttccaat 


gatgagcact 


tttaaagttc 


tgctatgtgg 


3360 


cgcggtatta 


tcccgtgatg 


acgccgggca 


agagcaactc 


ggtcgccgca 


tacactattc 


3420 


tcagaatgac 


ttggttgagt 


actcaccagt 


cacagaaaag 


catcttacgg 


atggcatgac 


3480 


agtaagagaa 


ttatgcagtg 


ctgccataac 


catgagtgat 


aacactgcgg 


ccaacttact 


3540 


tctgacaacg 


atcggaggac 


cgaaggagct 


aaccgctttt 


ttgcacaaca 


tgggggatca 


3600 


tgtaactcgc 


cttgatcgtt 


gggaaccgga 


gctgaatgaa 


gccataccaa 


acgacgagcg 


3660 


tgacaccacg 


atgccagcag 


caatggcaac 


aacgttgcgc 


aaactattaa 


ctggcgaact 


3720 


acttactcta 


gcttcccggc 


aacaattaat 


agactggatg 


gaggcggata 


aagttgcagg 


3780 


accacttctg 


cgctcggccc 


ttccggctgg 


ctggtttatt 


gctgataaat 


ctggagccgg 


3840 


tgagcgtggg 


tctcgcggta 


tcattgcagc 


actggggcca 


gatggtaagc 


cctcccgtat 


3900 


cgtagttatc 


tacacgacgg 


ggagtcaggc 


aactatggat 


gaacgaaata 


gacagatcgc 


3960 


tgagataggt 


gcctcactga 


ttaagcattg 


gtaactgtca 


gaccaagttt 


actcatatat 


4020 


actttagatt 


gatttaaaac 


ttcattttta 


atttaaaagg 


atctaggtga 


agatcctttt 


4080 


tgataatctc 


atgaccaaaa 


tcccttaacg 


tgagttttcg 


ttccactgag 


cgtcagaccc 


4140 


cgtagaaaag 


atcaaaggat 


cttcttgaga 


tccttttttt 


ctgcgcgtaa 


tctgctgctt 


4200 


gcaaacaaaa 


aaaccaccgc 


taccagcggt 


ggtttgtttg 


ccggatcaag 


agctaccaac 


4260 


tctttttccg 


aaggtaactg 


gcttcagcag 


agcgcagata 


ccaaatactg 


tccttctagt 


4320 


gtagccgtag 


ttaggccacc 


acttcaagaa 


ctctgtagca 


ccgcctacat 


acctcgctct 


4380 


gctaatcctg 


ttaccagtgg 


ctgctgccag 


tggcgataag 


tcgtgtctta 


ccgggttgga 


4440 


ctcaagacga 


tagttaccgg 


ataaggcgca 


gcggtcgggc 


tgaacggggg 


gttcgtgcac 


4500 


acagcccagc 


ttggagcgaa 


cgacctacac 


cgaactgaga 


tacctacagc 


gtgagcattg 


4560 


agaaagcgcc 


acgcttcccg 


aagggagaaa 


ggcggacagg 


tatccggtaa 


gcggcagggt 


4620 


cggaacagga 


gagcgcacga 


gggagcttcc 


agggggaaac 


gcctggtatc 


tttatagtcc 


4680 


tgtcgggttt 


cgccacctct 


gacttgagcg 


tcgatttttg 


tgatgctcgt 


caggggggcg 


4740 


gagcctatgg 


aaaaacgcca 


gcaacgcggc 


ctttttacgg 


ttcctggcct 


tttgctggcc 


4800 
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5171 



ttttgctcac atgttctttc ctgcgt.tatc ccctgattct gtggataacc gtattaccgc 4860 

ctttgagtga gctgataccg ctcgccgcag ccgaacgacc gagcgcagcg agtcagtgag 4920 

cgaggaagcg gaagagcgcc caatacgcaa accgcctctc cccgcgcgtt ggccgattca 4 98 0 

ttaatccagc tggcacgaca ggtttcccga ctggaaagcg ggcagtgagc gcaacgcaat 5040 

taatgtgagt tacctcactc attaggcacc ccaggcttta cactttatgc ttccggctcg 5100 

tatgttgtgt ggaattgtga gcggataaca atttcacaca ggaaacagct atgaccatga 5160 
ttacgaatta a 



<210> 3 

<211> 5712 

<212> DNA 

<213> Artificial 

<220> 

<223> plasmid pSV.IPD circular ds-DNA 
<220> 

<221> mis cofeature 

<222> (444) . . (444) 

<223> splice donor 



<220> 

<221> misc_feature 

<222> (479) . . (479) 

<223> start POR coding 



<220> 

<221> mis cofeature 

<222> (1079) . . (1643) 

<223> DHFR coding region 



ttcgagctcg cccgacattg attattgact agagtcgatc gacagctgtg gaatgtgtgt 
cagttagggt gtggaaagtc cccaggctcc ccagcaggca gaagtatgca aagcatgcat 
ctcaattagt cagcaaccag gtgtggaaag tccccaggct ccccagcagg cagaagtatg 180 
caaagcatgc atct.caatta gtcagcaacc atagtcccgc ccctaactcc gcccatcccg 
cccctaactc cgcccagttc cgcccattct ccgccccatg gctgactaat tttttttatt 
tatgcagagg ccgaggccgc ctcggcctct gagctattcc agaagtagtg aggaggcttt 360 
tttggaggcc taggcttttg caaaaagcta gcttatccgg ccgggaacgg tgcattggaa 420 



60 
120 



240 
300 
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cgcggattcc ccgtgccaag agtgacgtaa gtaccgccta tagagcgact agtccaccat 480 
gaccgagtac aagcccacgg tgcgcctcgc cacccgcgac gacgtcccgc gggccgtacg 540 
caccctcgcc gccgcgttcg ccgactaccc cgccacgcgc cacaccgtag acccggaccg 600 
ccacatcgag cgggtcaccg agctgcaaga actcttcctc acgcgcgtcg ggctcgacat -660 
cggcaaggtg tgggtcgcgg acgacggcgc cgcggtggcg gtctggacca cgccggagag 720 
cgtcgaagcg ggggcggtgt tcgccgagat cggcccgcgc atggccgagt tgagcggttc 780 
ccggctggcc gcgcagcaac agatggaagg cctcctggcg ccgcaccggc ccaaggagcc 840 
cgcgtggttc ctggccaccg tcggcgtctc 'gcccgaccac cagggcaagg gtctgggcag 900 
cgccgtcgtg ctccccggag tggaggcggc cgagcgcgcc ggggtgcccg ccttcctgga 960 
gacctccgcg ccccgcaacc tccccttcta cgagcggctc ggcttcaccg tcaccgccga 1020 
cgtcgagtgc ccgaaggacc gcgcgacctg gtgcatgacc cgcaagcccg gtgccaacat 1080 
ggttcgacca ttgaactgca tcgtcgccgt gtcccaaaat atggggattg gcaagaacgg 1140 
agacctaccc tgccctccgc tcaggaacgc gttcaagtac ttccaaagaa tgaccacaac 1200 
ctcttcagtg gaaggtaaac agaatotggt gattatgggt aggaaaacct ggttctccat 1260 
tcctgagaag aatcgacctt taaaggacag aattaatata gttctcagta gagaactcaa 1320 
agaaccacca cgaggagctc attttcttgc caaaagtttg gatgatgcct taagacttat 1380 
tgaacaaccg gaattggcaa gtaaagtaga catggtttgg atagtcggag gcagttctgt 
ttaccaggaa gccatgaatc aaccaggcca ccttagactc tttgtgacaa ggatcatgca 
ggaatttgaa agtgacacgt ttttcccaga aattgatttg gggaaatata aacctctccc 1560 
agaataccca ggcgtcctct ctgaggtcca ggaggaaaaa ggcatcaagt ataagtttga 
agtctacgag aagaaagact aacgttaact gctcccctcc taaagctatg catttttata 
agaccatggg acttttgctg gctttagatc cccttggctt cgttagaacg cagctacaat 1740 
taatacataa ccttatgtat catacacata cgatttaggt gacactatag ataacatcca 
ctttgccttt ctctccacag gtgtccactc ccaggtccaa ctgcacctcg gttctatcga 
ttgaattccc cggggatcct ctagagtcga cctgcagaag cttcgatggc cgccatggcc 
caacttgttt attgcagctt ataatggtta caaataaagc aatagcatca caaatttcac 
aaataaagca tttttttcac tgcattctag ttgtggtttg tccaaactca tcaatgtatc 
ttatcatgtc tggatcgatc gggaattaat tcggcgcagc accatggcct gaaataacct 
ctgaaagagg aacttggtta ggtaccttct gaggcggaaa gaaccagctg tggaatgtgt 2160 



1440 
1500 



1620 

1680 



1800 
1860 
1920 
1980 
2040 
2100 
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gtcagttagg gtgtggaaag tccccaggct ccccagcagg cagaagtatg caaagcatgc 2220 

atctcaatta gtcagcaacc aggtgtggaa agtccccagg ctccccagca ggcagaagta 2280 

tgcaaagcat gcatctcaat tagtcagcaa ccatagtccc gcccctaact ccgcccatcc 2340 

cgcccctaac tccgcccagt tccgcccatt ctccgcccca tggctgacta atttttttta 2400 

tttatgcaga. ggccgaggcc gcctcggcct ctgagctatt ccagaagtag tgaggaggct 24 60 

tttttggagg cctaggcttt tgcaaaaagc tgttacctcg agcggccgct taattaaggc 2520 

gcgccattta aatcctgcag gtaacagctt ggcactggcc gtcgttttac aacgtcgtga 2580 

ctgggaaaac cctggcgtta cccaacttaa tcgccttgca gcacatcccc ccttcgccag 2640 

ctggcgtaat agcgaagagg cccgcaccga tcgcccttcc caacagttgc gtagcctgaa 2700 

tggcgaatgg cgcctgatgc ggtattttct ccttacgcat ctgtgcggta tttcacaccg 27 60 

catacgtcaa agcaaccata gtacgcgccc tgtagcggcg cattaagcgc ggcgggtgtg 2820 

gtggttacgc gcagcgtgac cgctacactt gccagcgccc tagcgcccgc tcctttcgct 2880 

ttcttccctt cctttctcgc cacgttcgcc ggctttcccc gtcaagctct aaatcggggg 2940 

ctccctttag ggttccgatt tagtgcttta cggcacctcg accccaaaaa acttgatttg 3000 

ggtgatggtt cacgtagtgg gccatcgccc tgatagacgg tttttcgccc tttgacgttg 3060 

gagtccacgt tctttaatag tggactcttg ttccaaactg gaacaacact caaccctatc 3120 

tcgggctatt cttttgattt ataagggatt ttgccgattt cggcctattg gttaaaaaat 3180 

gagctgattt aacaaaaatt taacgcgaat tttaacaaaa tattaacgtt tacaatttta 3240 

tggtgcactc tcagtacaat ctgctctgat gccgcatagt taagccaact ccgctatcgc 3300 

tacgtgactg ggtcatggct gcgccccgac acccgccaac acccgctgac gcgccctgac 3360 

gggcttgtct gctcccggca tccgcttaca gacaagctgt gaccgtctcc gggagctgca 3420 

tgtgtcagag gttttcaccg tcatcaccga aacgcgcgag gcagtattct tgaagacgaa 3480 

agggcctcgt gatacgccta tttttatagg ttaatgtcat gataataatg gtttcttaga 3540 
cgtcaggtgg cacttttcgg ggaaatgtgc gcggaacccc tatttgttta tttttctaaa 
tacattcaaa tatgtatccg ctcatgagac aataaccctg ataaatgctt caataatatt 

gaaaaaggaa gagtatgagt attcaacatt tccgtgtcgc ccttattccc ttttttgcgg 3720 

cattttgcct tcctgttttt gctcacccag aaacgctggt gaaagtaaaa gatgctgaag 3780 

atcagttggg tgcacgagtg ggttacatcg aactggatct caacagcggt aagatccttg 3840 



3600 
3660 
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agagttttcg ccccgaagaa cgttttccaa tgatgagcac ttttaaagtt ctgctatgtg 3900 

gcgcggtatt atcccgtgat gacgccgggc aagagcaact cggtcgccgc atacactatt 3960 

ctcagaatga cttggttgag tactcaccag tcacagaaaa gcatcttacg gatggcatga 4020 

cagtaagaga attatgcagt gctgccataa ccatgagtga taacactgcg gccaacttac 4080 

ttctgacaac gatcggagga ccgaaggagc taaccgcttt tttgcacaac atgggggatc 4140 

atgtaactcg ccttgatcgt tgggaaccgg agctgaatga agccatacca aacgacgagc 4200 

gtgacaccac gatgccagca gcaatggcaa caacgttgcg caaactatta actggcgaac 4260 

tacttactct agcttcccgg caacaattaa tagactggat ggaggcggat aaagttgcag 4320 

gaccacttct gcgctcggcc cttccggctg gctggtttat tgctgataaa tctggagccg 4380 

gtgagcgtgg gtctcgcggt atcattgcag cactggggcc agatggtaag ccctcccgta 4440 

tcgtagttat ctacacgacg gggagtcagg caactatgga tgaacgaaat agacagatcg 4500 

ctgagatagg tgcctcactg attaagcatt ggtaactgtc agaccaagtt tactcatata 4560 

tactttagat tgatttaaaa cttcattttt aatttaaaag gatctaggtg aagatccttt 4620 

ttgataatct catgaccaaa atcccttaac gtgagttttc gttccactga gcgtcagacc 4 680 

ccgtagaaaa gatcaaagga tcttcttgag atcctttttt tctgcgcgta atctgctgct 4740 

tgcaaacaaa aaaaccaccg ctaccagcgg tggtttgttt gccggatcaa gagctaccaa 4800 

ctctttttcc gaaggtaact ggcttcagca gagcgcagat accaaatact gtccttctag 4860 

tgtagccgta gttaggccac cacttcaaga actctgtagc accgcctaca tacctcgctc 4920 

tgctaatcct gttaccagtg gctgctgcca gtggcgataa gtcgtgtctt accgggttgg 4980 

actcaagacg atagttaccg gataaggcgc agcggtcggg ctgaacgggg ggttcgtgca 5040 

cacagcccag cttggagcga acgacctaca ccgaactgag atacctacag cgtgagcatt 5100 

gagaaagcgc cacgcttccc gaagggagaa aggcggacag gtatccggta agcggcaggg 5160 

tcggaacagg agagcgcacg agggagcttc cagggggaaa cgcctggtat ctttatagtc 5220 

ctgtcgggtt tcgccacctc tgacttgagc gtcgattttt gtgatgctcg tcaggggggc 5280 

ggagcctatg gaaaaacgcc agcaacgcgg cctttttacg gttcctggcc ttttgctggc 5340 

cttttgctca catgttcttt cctgcgttat cccctgattc tgtggataac cgtattaccg 5400 

cctttgagtg agctgatacc gctcgccgca gccgaacgac cgagcgcagc gagtcagtga 54 60 

gcgaggaagc ggaagagcgc ccaatacgca aaccgcctct ccccgcgcgt tggccgattc 5520 

attaatccag ctggcacgac aggtttcccg actggaaagc gggcagtgag cgcaacgcaa 5580 
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ttaatgtgag ttacctcact cattaggcac cccaggcttt acactttatg cttccggctc 5640 
gtatgttgtg tggaattgtg agcggataac aatttcacac aggaaacagc tatgaccatg 5700 
attacgaatt aa 5712 



<210> 4 

<211> 12514 

<212> DNA 

<213> Artificial 

<220> 

<223> plasmid pSV.IPD,2C4 circular ds-DNA 



<220> 

<221> misc^feature 

<222> (444) . . (444) 

<223> splice donor 



<220> 

<221> misc_feature 

<222> (479) . . (479) 

<223> start PUR coding 

<220> 

<221> misc_feature 

<222> (1079) . . (1643) 

<223> DHFR coding region 

<220> 

<221> inisc^f eature 

<222> (1883) . . (1883) 

<223> start 2C4 HC coding 

<220> 

<221> misc_feature 

<222> (4154) . . (4154) 

<223> start LC coding 

<400> 4 

ttcgagctcg cccgacattg attattgact agagtcgatc gacagctgtg gaatgtgtgt 60 

cagttagggt gtggaaagtc cccaggctcc ccagcaggca gaagtatgca aagcatgcat 120 

ctcaattagt cagcaaccag gtgtggaaag tccccaggct ccccagcagg cagaagtatg 180 

caaagcatgc atctcaatta gtcagcaacc atagtcccgc ccctaactcc gcccatcccg 240 

cccctaactc cgcccagttc cgcccattct ccgccccatg gctgactaat tttttttatt 300 
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tatgcagagg ccgaggccgc ctcggcctct gagctattcc agaagtagtg aggaggcttt 360 

tttggaggcc taggcttttg caaaaagcta gcttatccgg ccgggaacgg tgcattggaa 420 

cgcggattcc ccgtgccaag agtgacgtaa gtaccgccta tagagcgact agtccaccat 480 

gaccgagtac aagcccacgg tgcgcctcgc cacccgcgac gacgtcccgc gggccgtacg 540 

caccctcgcc gccgcgttcg ccgactaccc cgccacgcgc cacaccgtag acccggaccg 600 

ccacatcgag cgggtcaccg agctgcaaga actcttcctc acgcgcgtcg ggctcgacat 660 

cggcaaggtg tgggtcgcgg acgacggcgc cgcggtggcg gtctggacca cgccggagag 720 

cgtcgaagcg ggggcggtgt tcgccgagat cggcccgcgc atggccgagt tgagcggttc 780 

ccggctggcc gcgcagcaac agatggaagg . cctcctggcg ccgcaccggc ccaaggagcc 840 

cgcgtggttc ctggccaccg tcggcgtctc gcccgaccac cagggcaagg gtctgggcag 900 

cgccgtcgtg ctccccggag tggaggcggc cgagcgcgcc ggggtgcccg ccttcctgga 960 

gacctccgcg ccccgcaacc tccccttcta cgagcggctc ggcttcaccg tcaccgccga 1020 

cgtcgagtgc ccgaaggacc gcgcgacctg gtgcatgacc cgcaagcccg gtgccaacat 1080 

ggttcgacca ttgaactgca tcgtcgccgt gtcccaaaat atggggattg gcaagaacgg 1140 

agacctaccc tgccctccgc tcaggaacgc gttcaagtac ttccaaagaa tgaccacaac 1200 

ctcttcagtg gaaggtaaac agaatctggt gattatgggt aggaaaacct ggttctccat 1260 

tcctgagaag aatcgacctt taaaggacag aattaatata gttctcagta gagaactcaa 1320 

agaaccacca cgaggagctc attttcttgc caaaagtttg gatgatgcct taagacttat 1380 

tgaacaaccg gaattggcaa gtaaagtaga catggtttgg atagtcggag gcagttctgt 1440 

ttaccaggaa gccatgaatc aaccaggcca ccttagactc tttgtgacaa ggatcatgca 1500 

ggaatttgaa agtgacacgt ttttcccaga aattgatttg gggaaatata aacctctccc 1560 

agaataccca ggcgtcctct ctgaggtcca ggaggaaaaa ggcatcaagt ataagtttga 1620 

agtctacgag aagaaagact aacgttaact gctcccctcc taaagctatg catttttata 1680 

agaccatggg acttttgctg gctttagatc cccttggctt cgttagaacg cagctacaat 1740 

taatacataa ccttatgtat catacacata cgatttaggt gacactatag aataacatcc 1800 

actttgcctt tctctccaca ggtgtccact cccaggtcca actgcacctc ggttctatcg 1860 

attgaattcc accatgggat ggtcatgtat catccttttt ctagtagcaa ctgcaactgg 1920 

agtacattca gaagttcagc tggtggagtc tggcggtggc ctggtgcagc cagggggctc 1980 
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actccgtttg 


tcctgtgcag 


cttctggctt 


caccttcacc gactatacca tggactgggt 


2040 


ccgtcaggcc 


ccgggtaagg 


gcctggaatg 


ggttgcagat gttaatccta acagtggcgg 


2100 


ctctatctat 


aaccagcgct 


tcaagggccg 


tttcactctg agtgttgaca gatctaaaaa 


2160 


cacattatac 


ctgcagatga 


acagcctgcg 


tgctgaggac actgccgtct attattgtgc 


2220 


tcgtaacctg 


ggaccctctt 


tctactttga 


ctactggggt caaggaaccc tggtcaccgt 


2280 


ctcctcggcc 


tccaccaagg 


gcccatcggt 


cttccccctg gcaccctcct ccaagagcac 


2340 


ctctgggggc 


acagcggccc 


tgggctgcct 


ggtcaaggac tacttccccg aaccggtgac 


2400 


ggtgtcgtgg 


aactcaggcg 


ccctgaccag 


cggcgtgcac accttcccgg ctgtcctaca 


2460 


gtcctcagga 


ctctactccc 


tcagcagcgt 


ggtgactgtg ccctctagca gcttgggcac 


2520 


ccagacctac 


atctgcaacg 


tgaatcacaa 


gcccagcaac accaaggtgg acaagaaagt 


2580 


tgagcccaaa 


tcttgtgaca 


aaactcacac 


atgcccaccg tgcccagcac ctgaactcct 


2640 


ggggggaccg 


tcagtcttcc 


tcttcccccc 


aaaacccaag gacaccctca tgatctcccg 


2700 


gacccctgag 


gtcacatgcg 


tggtggtgga 


cgtgagccac gaagaccctg aggtcaagtt 


2760 


caactggtac 


gtggacggcg 


tggaggtgca 


taatgccaag acaaagccgc gggaggagca 


2820 


gtacaacagc 


acgtaccggg 


tggtcagcgt 


cctcaccgtc ctgcaccagg actggctgaa 


2880 


tggcaaggag 


tacaagtgca 


aggtctccaa 


caaagccctc ccagccccca tcgagaaaac 


2940 


catctccaaa 


gccaaagggc 


agccccgaga 


accacaggtg tacaccctgc ccccatcccg 


3000 


ggaagagatg 


accaagaacc 


aggtcagcct 


gacctgcctg gtcaaaggct tctatcccag 


3060 


cgacatcgcc 


gtggagtggg 


agagcaatgg 


gcagccggag aacaactaca agaccacgcc 


3120 


tcccgtgctg 


gactccgacg 


gctccttctt 


cctctacagc aagctcaccg tggacaagag 


3180 


caggtggcag 


caggggaacg 


tcttctcatg 


ctccgtgatg catgaggctc tgcacaacca 


3240 


ctacacgcag 


aagagcctct 


ccctgtctcc 


gggtaaatga gtgcgacggc cctagagtcg 


3300 


acctgcagaa 


gcttcgatgg 


ccgccatggc 


ccaacttgtt tattgcagct tataatggtt 


3360 


acaaataaag 


caatagcatc 


acaaatttca 


caaataaagc atttttttca ctgcattcta 


3420 


gttgtggttt 


gtccaaactc 


atcaatgtat 


cttatcatgt ctggatcggg aattaattcg 


3480 


gcgcagcacc 


atggcctgaa 


ataacctctg 


aaagaggaac ttggttaggt accttctgag 


3540 


gcggaaagaa 


ccagctgtgg 


aatgtgtgtc 


agttagggtg tggaaagtcc ccaggctccc 


3600 


cagcaggcag 


aagtatgcaa 


agcatgcatc 


tcaattagtc agcaaccagg tgtggaaagt 


3660 


ccccaggctc 


cccagcaggc 


agaagtatgc 


aaagcatgca tctcaattag tcagcaacca 


3720 
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tagtcccgcc cctaactccg cccatcccgc ccctaactcc gcccagttcc gcccattctc .3780 

cgccccatgg ctgactaatt ttttttattt atgcagaggc cgaggccgcc tcggcctctg 3840 

agctattcca gaagtagtga ggaggctttt ttggaggact aggcttttgc aaaaagctag 3900 

cttatccggc cgggaacggt gcattggaac gcggattccc cgtgccaaga gtcaggtaag 3960 

taccgcctat agagtctata ggcccacccc cttggcttcg ttagaacgcg gctacaatta 4020 

atacataacc ttttggatcg atcctactga cactgacatc cactttttct ttttctccac 4080 

aggtgtccac tcccaggtcc aactgcacct cggttcgcga agctagcttg ggctgcatcg 4140 

attgaattcc accatgggat ggtcatgtat catccttttt ctagtagcaa ctgcaactgg 4200 

agtacattca gatatccaga tgacccagtc cccgagctcc ctgtccgcct ctgtgggcga 4260 

tagggtcacc atcacctgca aggccagtca ggatgtgtct attggtgtcg cctggtatca 4320 

acagaaacca ggaaaagctc cgaaactact gatttactcg gcttcctacc gatacactgg 4380 

agtcccttct cgcttctctg gatccggttc tgggacggat ttcactctga ccatcagcag 4440 

tctgcagcca gaagacttcg caacttatta ctgtcaacaa tattatattt atccttacac 4500 

gtttggacag ggtaccaagg tggagatcaa acgaactgtg gctgcaccat ctgtcttcat 4560 

cttcccgcca tctgatgagc agttgaaatc tggaactgct tctgttgtgt gcctgctgaa 4620 

taacttctat cccagagagg ccaaagtaca gtggaaggtg gataacgccc tccaatcggg 4 680 

taactcccag gagagtgtca cagagcagga cagcaaggac agcacctaca gcctcagcag 4740 

caccctgacg ctgagcaaag cagactacga gaaacacaaa gtctacgcct gcgaagtcac 4800 

ccatcagggc ctgagctcgc ccgtcacaaa gagcttcaac aggggagagt gttaagcttc 4860 

gatggccgcc atggcccaac ttgtttattg cagcttataa tggttacaaa taaagcaata 4920 

gcatcacaaa tttcacaaat aaagcatttt tttcactgca ttctagttgt ggtttgtcca 4980 

aactcatcaa tgtatcttat catgtctgga tcgggaatta attcggcgca gcaccatggc 5040 

ctgaaataag tttaaaccct ctgaaagagg aacttggtta ggtaccgact agtagcaagg 5100 

tcgccacgca caagatcaat attaacaatc agtcatctct ctttagcaat aaaaaggtga 5160 

aaaattacat tttaaaaatg acaccataga cgatgtatga aaataatcta cttggaaata 5220 

aatctaggca aagaagtgca agactgttac ccagaaaact tacaaattgt aaatgagagg 5280 

ttagtgaaga tttaaatgaa tgaagatcta* aataaactta taaattgtga gagaaattaa 5340 

tgaatgtcta agttaatgca gaaacggaga gacatactat attcatgaac taaaagactt 5400 
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aatattgtga aggtatactt tcttttcaca taaatttgta gtcaatatgt tcaccccaaa 54 60 

aaagctgttt gttaacttgt caacctcatt tcaaaatgta tatagaaagc ccaaagacaa 5520 

taacaaaaat attcttgtag aacaaaatgg gaaagaatgt tccactaaat atcaagattt 5580 

agagcaaagc atgagatgtg tggggataga cagtgaggct gataaaatag agtagagctc 5640 

agaaacagac ccattgatat atgtaagtga cctatgaaaa aaatatggca ttttacaatg 5700 

ggaaaatg.at gatctttttc ttttttagaa aaacagggaa atatatttat atgtaaaaaa 5760 

taaaagggaa cccatatgtc ataccataca cacaaaaaaa ttccagtgaa ttataagtct 5820 

aaatggagaa ggcaaaactt taaatctttt agaaaataat atagaagcat gccatcatga 5880 

cttcagtgta gagaaaaatt tcttatgact caaagtccta accacaaaga aaagattgtt 5940 

aattagattg catgaatatt aagacttatt tttaaaatta aaaaaccatt aagaaaagtc 6000 

aggccataga atgacagaaa atatttgcaa caccccagta aagagaattg taatatgcag 6060 

attataaaaa gaagtcttac aaatcagtaa aaaataaaac tagacaaaaa tttgaacaga 6120 

tgaaagagaa actctaaata atcattacac atgagaaact caatctcaga aatcagagaa 6180 

ctatcattgc atatacacta aattagagaa atattaaaag gctaagtaac atctgtggca 6240 

atattgatgg tatataacct tgatatgatg tgatgagaac agtactttac cccatgggct 6300 

tcctccccaa acccttaccc cagtataaat catgacaaat • atactttaaa aaccattacc 6360 

ctatatctaa ccagtactcc tcaaaactgt caaggtcatc aaaaataaga aaagtctgag 6420 

gaactgtcaa aactaagagg aacccaagga gacatgagaa ttatatgtaa tgtggcattc 6480 

tgaatgagat cccagaacag aaaaagaaca gtagctaaaa aactaatgaa atataaataa 6540 

agtttgaact ttagtttttt ttaaaaaaga gtagcattaa cacggcaaag tcattttcat 6600 

atttttcttg aacattaagt acaagtctat aattaaaaat tttttaaatg tagtctggaa 6660 

cattgccaga aacagaagta cagcagctat ctgtgctgtc gcctaactat ccatagctga 6720 

ttggtctaaa atgagataca tcaacgctcc tccatgtttt ttgttttctt tttaaatgaa 6780 

aaactttatt ttttaagagg agtttcaggt tcatagcaaa attgagagga aggtacattc 6840 

aagctgagga agttttcctc tattcctagt ttactgagag attgcatcat gaatgggtgt 6900 

taaattttgt caaatgcttt ttctgtgtct atcaatatga ccatgtgatt ttcttcttta 6960 

acctgttgat gggacaaatt acgttaattg attttcaaac gttgaaccac ccttacatat 7020 

ctggaataaa ttctacttgg ttgtggtgta tattttttga tacattcttg gattcttttt 7080 

gctaatattt tgttgaaaat gtttgtatct ttgttcatga gagatattgg tctgttgttt 7140 
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atgaagccat 


accaaacgac 


gagcgtgaca 


ccacgatgcc 


tgtagcaatg 


gcaacaacgt 


8880 


tgcgcaaact 


attaactggc 


gaactactta 


ctctagcttc 
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ggatggaggc 


ggataaagtt 
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ttattgctga 


taaatctgga 


gccggtgagc 


gtgggtctcg 


cggtatcatt 


gcagcactgg 


9060 


ggccagatgg 


taagccctcc 


cgtatcgtag 


ttatctacac 


gacggggagt 


caggcaacta 


9120 


tggatgaacg 


aaatagacag 


atcgctgaga 


taggtgcctc 


actgattaag 


cattggtaac 


9180 


tgtcagacca 


agtttactca 


tatatacttt 


agattgattt 


aaaacttcat 
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9240 


aaaggatcta 


ggtgaagatc 


ctttttgata 
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acagcgtgag 


ctatgagaaa 
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tcccgaaggg 


agaaaggcgg 


9780 
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ggtaagcggc 


agggtcggaa 


caggagagcg 
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cttccagggg 
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ggtttcgcca 
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ggccttttgc 


tggccttttg 
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agtgagctga taccgctcgc 


cgcagccgaa 


10080 
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aagcggaaga 
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aaggtcgcca 


10140 


cgcacaagat 


caatattaac 


aatcagtcat 


ctctctttag caataaaaag 


gtgaaaaatt 


10200 


acattttaaa 


aatgacacca 


tagacgatgt 


atgaaaataa tctacttgga 


aataaatcta 


10260 


ggcaaagaag 
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ttacccagaa 
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10320 
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tctaaataaa 


cttataaatt 


gtgagagaaa 
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10380 
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tgcagaaacg 


gagagacata 


ctatattcat 


gaactaaaag 


acttaatatt 


10440 


gtgaaggtat 


actttctttt 


cacataaatt 


tgtagtcaat 


atgttcaccc 


caaaaaagct 


10500 


gtttgttaac 


ttgtcaacct 


catttcaaaa 


tgtatataga aagcccaaag 


acaataacaa 


10560 
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^ UCi^ClCl^CIClCl 


a L.^^golaaga 








5 0620 


a a cf Cciti cf H g a 


tgtgrgggga 


'tagacag'tga 


ggc'tga'taaa 


a 4* a /^a rrl" a /^a 

a 1. a g ci g L. a. g a. 


4" «-\ a a a 

gcccagaaac 




agacccattg 


ai. a I. a c g L a a 


gtgacctatg 


aaaaaaaiialz 


ggc a 1 1, n Ti. 0 c 


aangggaaaa 


X u / ^ u 


tgatgatctt 




agaaaaacag 


ggaaatatat 


4^ 4" a ^ a 4" f^4" a a 

t, ua L.a L.g uaa 


aaaataaaag 


J-UoUU 


ggaaccca'ta 


ugucanacca 


'tacacacaaa 


aaaa't'tccag 


^ aa4*4~a4~aa 

i.gaa.L.i«oii.cia 


guCLaaacgg 




agaaggcaaa 


ac u T. u oi a ai. c 


L.agaaaa 


4- a a 4" a 4~ a «a a 

caauauagaci 


frr^ a 4" <*TO 0 S 4" 0 

g L-d L. ^ L. ^ 


a 4" /"ra 4" ^ a 

ai.gacui.c;cig 




tgtagagaaa 


a a 4- 4- 4- ^ 4- -1- s 4- 

aaT. L^cma^ 


gactcaaagt: 


cctaaccaca 


a a a a a a a ^ 

aagaaaagau 


^g^naar Lag 


XU70U 


attgcatgaa 


4_ _i_4. — _-___4_ 

tattaagact: 


4- ■•^4-4-4>4.4.n..«. 

uatttttaaa 


attaaaaaac 


caiitaagaaa 


agtcaggcca 


XXU4U 


tagaatgaca 


gaaaatattt 


gcaacacccc 


agtaaagaga 


n 4- ^ m4- ^ ^ ^ 4- 

attgtaatat 


gcagattata 


T T T fsr\ 


aaaagaagtc 


ttacaaatca 


gtaaaaaata 


aaactagaca 


aaaatttgaa 


cagatgaaag 


J.1 J. dU 


agaaactcta 


aataatcatt 


acacatgaga 


aactcaatct 


cagaaatcag 


agaactatca 


1 T 0 0 n 

11220 


ttgcatatac 


actaaatt^ag 


agaaa'tat'ta 


aaaggctaag 


'taacatc'kg'k 


ggcaatattg 


llZoU 


atggtatata 


accttgatat 


gatg'tgatga 


gaacagtact 


ttaccccatg 


ggcttcctcc 


11 J4U 


ccaaaccctt 


accccagtat 


aaatcatgac 


aaatatactt 


taaaaaccat 


4.__,_,_,4__4_ _ 4_ 

taccctatat 


114UU 


ctaaccagta 


ctcctcaaaa 


ctgtcaaggt 


catcaaaaat 


aagaaaagtc 


tgaggaactg 


11460 


tcaaaactaa 


gaggaaccca 


aggagacatg 


_4_J__4__x. 

agaattatat 


gtaatgtggc 


attctgaatg 




agatcccaga 


acagaaaaag 


aacagtagct 


aaaaaactaa 


"tgaaatataa 


_ 4_ _ _ _ _4- X. 4. _ 

ataaagtttg 


1 1 c Q n 


aacttuagt u 


t tuuttaaaa 


aagagliagca 


't^aacacggc 


aaagii 031^11 


4-i^a4-a4-4-4-4-4- 


1104U 


cttgaacatt 


aagtacaagt 


_4,_A___i_4___ 

ctataattaa 


aaatttttta 


aatgtagtct 


ggaacattgc 


11/00 


cagaaacaga 


agtacagcag 


ctatctgtgc 


tgtcgcctaa 


ctatccatag 


ctgattggtc 


ll/oO 


taaaatgaga 


tacatcaacg 


ctcctccatg 


ttttttgttt 


tctttttaaa 


tgaaaaactt 


11820 


tattttttaa 


gaggagtttc 


aggttcatag 


caaaattgag 


aggaaggtac 


attcaagctg 


llo oU 


aggaagttti: 


_ _4. _ J_ — 4. 4. _ _ 


4->^4-r4-4-4• •3/«i4-^ 

tagtu tactg 


agagatiigca 


tcatgaatgg 
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1 1 Q ^ n 
11 y4U 


t ugtcaaatg 


m4* 4. 4- 4> 4- ^4. ^4- 
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gt: ct a t: ca a 


all ga c c a't g'k 
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gattt uCttc 


tttaacctgt 


12UUU 


tgatgggaca 


aattacgtta 


attgattttc 


aaacgttgaa 
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atatctggaa 


12060 


taaattctac 


ttggttgtgg 


tgtatatttt 


ttgatacatt 


cttggattct 


ttttgctaat 


12120 


attttgttga 


aaatgtttgt 


atctttgttc 


atgagagata 


ttggtctgtt 


gttttctttt 


12180 


cttgtaatgt 


cattttctag 


ttccggtatt 


aaggtaatgc 


tggcctagtt 


gaatgattta 


12240 
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ggaagtattc cctctgcttc tgtcttctga agcggaagag cgcccaatac gcaaaccgcc 12300 

tctccccgcg cgttggccga ttcattaatg cagctggcac gacaggtttc ccgactggaa 12360 

agcgggcagt gagcgcaacg caattaatgt gagttagctc actcattagg caccccaggc 12420 

tttacacttt atgcttccgg ctcgtatgtt gtgtggaatt gtgagcggat aacaatttca 12480 

cacaggaaac agctatgaca tgattacgaa ttaa 12514 
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